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antagonists or inhibitors of the activity of novel PDE proteins. These compositions are useful for the diagnosis, prevention or treat - 
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NOVEL PDEs AND USES THEREOF 

5 This application is based on provisional applications, U. S. Serial No. 60/23, 445 ■ filed 
September 12, 2000, and 60/240,500, filed October 19 ?0 00 * . 

Tl.ro.ghou, ft is applicalion various puWicat . ons ^ Kferenced 
PoM.ca.,0. in theh rt* are hereby tacoiporMed 



FIELD OF THE INVENTTniv t 



nucieohde pho.phod.ea.erases^DEs, tha, are involved in T cei, »iv«i„„ „ l m 
T„„ s The invenrion taher relates „ fce „ se of ^ *™ 

ir nt of immune Th < *— -» - 

of specific inhibitors as target of T cell ♦ a vciopraent 

med,aKd or raodulaKd ■ 



antiprotozoal agents 
25 BACKGROTrNT) of TRF rNVENTION 



30 



The second l amama . cAMP ^ ^ phy mp0Kmt ^ 

, effCCG ° f 3 «* "*» ° f ^ — - . .ranging a vaneV 

rate of degradation by phosphodiestraes (PDEs). 
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Manganiello, V. (1997) Journal Of Immunology 159, 1520-1529; Erdogan, S. and 
Houslay, M. D. (1997) Biochemical Journal 321) and 7 (Giembycz, M. A., Corrigan, C. 
J., Seybold, J., Newton, R., and Barnes, P. J. (1996) Br J Pharmacol 118, 1945-58) have 
been reported to be expressed in human T cells. 

5 

Furthermore, PDE4 inhibitors have been found to be potent inhibitors of T cell 
proliferation (Manning, C. D., Burman, M, Christensen, S. B., Cieslinski, L. B., Essayan, 
D. M., Grous, M., Torphy, T. J., and Barnette, M. S. (1999): British Journal Of 
Pharmacology. Dec 128, 1393-1398).. 

10 

Additional forms of PDEs have been described in yeast {Saccharomyces cerevisiae) 
(Nikawa J. et al., Mol Cell Biol 1987; 7: 3629-36), the slime mold Dictyostelium 
discoideum (Lacombe M.L. et al, J Biol Chem 1986; 261: 16811-7, Vibrio fisheri 
(Dunlap P.V. et al., J Bacterid 1993; 175: 4615-24) and Candida albicans (Hoyer L.Ii^et 
15 al, Microbiology 1994; 140: 1533-42), that exhibit very little amino acid sequence 
identity with the previously described enzymes. These enzymes are currently designated 
as Class II PDEs, and likely have, a different evolutionary origin, since, in contrast to all 
other eukaryotic PDEs, they have catalytic domains unlike those in mammalian Class I 
enzymes (Nikawa J. et al., Mol CqU Biol 1987; 7: 3629-36). 

20 

There is limited information about PDEs in trypanosomatids, a eukaryotic microorganism 
which causes the fatal human sleeping sickness (Vickerman, K. (1985) Br. Med- J 
41,105-1 14), as well as Nagana, a devastating disease of domestic animals in large parts 
of sub-Saharan Africa. Chemotherapy of human trypanosomiasis is in a dismal state 
25 (Seebeck, T. et al., (1999) Nova Act. Leopold 78. 227-241). The cyclic 
nucleotide-specific PDEs may constitute a class of new drug targets. 

cAMP signaling in trypanosomes is still largely unexplored (Naula, C. and Seebeck, T. 
(2000) Parasitol.Today 16, 35-38; Pays, JE. et al., (1997) In: Trypanosomiasis and 
30 Leishmaniasis (Hide, G., Mottra, W.C., Coombs, G.H., and Holmes, P.H. eds.), 
199-225). cAMP is involved in the regulation of differentiation of bloodstream form 

4 . 
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trypanosomes from the proliferative "long slender" forms to the insect-preadapted 
nonproliferative "short stumpy" forms (VasseHa, E. et al., (1997) jr Cell Sci 110, 
2661-2671). Several gene families for adenylyl cyclases have been identified in T brucii 
(Naula, C, and Seebeck,T. (2000) ParasitolToday 16, 35-38; Alexandre, S. et al (1996) 
Mol Biochei, Parasitol. 77, 173-182; Alexandre, S. et al., (1990) Mol. Biochem 
Parasitol. 43, 279-288, Even ,ess is known about the t^panosomal phosphodiesterases 
An early study demonstrated PDE activity in cell lysates of the bloodstream form T. 
brucei (Walter, R.D., and Opperdoes, F.R. (1982) Mol Biochem. Parasitol 6 287-295) 
and experiments With PDE inhibitors suggested that interference with PDE activity might' 
affect cell differentiation (Vassella, E. et al., (1997) J. Cell Sci. 110, 2661-2671; Reed, - 
S.L. et al., (1985) Infect- Immunol. 49, 844-847). 

SUMMARY OF THE TNVF.NTTOiy 

The invention provides novel, isolated PDE proteins and nucleic acid molecules thereof 
and methods for their uses. Th^ucleic acid molecules of the invention also include 
pept.de nucleic acids (FN A), and^isense molecules that react with the nucleic acid 
molecules of the invention. 

In one embodiment, the invent provides a fWWength, novel T cell associated PDE 
debated PDE8A, including *. protein md polypeptide ^ ' 

molecules and fragment rh^f. The invention a|s0 ^ ^ ^ t 
associated PDE, designated PDE7A3, including the pr o teto and polvpeptide molecules 
nncle,c ac,d molecules and fragments thereof. Also inclnded arc novel PDEs front 
Pypmosome bruce,, designated TbPDE2A, TbPDE2B, TbPDE2C, and TbPDE'E 
mcludmg, the protein and polypeptide ntolecnles, nucleic acid molecules and fragments 
thereof. 



The present mvemion also encompasses vations nucleotide sequences that represent 
d,ffe,en. forms of me novel PDEs genes and transcripts, such as different aUeiic forms 
polymorphic forms, alternative precursor transcripts, mature transcripts, and differentially 



20 
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spliced transcripts. Additionally, recombinant nucleic acid molecules that are codon 
usage variants of the novel PDEs sequences are provided. 

The present invention includes the polynucleotides encoding novel PDEs in recombinant 
5 expression vectors and host-vector systems that include the expression vectors. One 
embodiment provides various host cells transformed with recombinant vectors that 
include the novel PDE sequences of the invention. 

The present invention also provides recombinant nucleic acid molecules encoding fusion 
10 protein sequences. For example, the novel PDE. portion of the fusion protein may be 
joined to a non-PDE protein sequence such as glutathione S-transferase (GST), or an 
immunoglobulin (Ig) domain. 

The present invention further provides recombinant nucleic acid molecules encoding ^yild 
15 type or mutant sequences of novel PDE proteins, or fragments thereof having PDE 

biological activity. .'v 

• & 

The present invention provides methods for using isolated and substantially purified 
novel PDE nucleotide sequences ^nucleic acid probes and primers, for using novel PDE 
20 polypeptides as antigens for the production of anti-novel PDE antibodies, and for using 
novel PDE polypeptides for obtaining and detecting novel PDE ligands. The novel PDE 
probes and primers, and the anti-novel PDE antibodies are useful in diagnostic assays and 
kits for the detection of naturally occurring novel PDE nucleotide sequences and novel 
PDE protein sequences present in biological samples. 

25 

The invention also relates to antisense molecules capable of reacting with the novel PDE 
nucleotide sequences of the invention, thereby disrupting expression of genomic novel 
PDE sequences. The invention also relates to agonists, antibodies, antagonists or 
inhibitors of the activity of the novel PDE proteins. These compositions are useful for 
30 the detection, prevention and/or treatment of conditions associated with the presence or 
the deficiency of the novel PDE proteins. 

6 
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BRIEF DF„srPTPTTn N OF THF FIGURES 

Figure 1A shows the complete nucleotide sequence (SEQ ID NO, 1) and the protein 
seouence (SEQ ID NO, 2) of PDE8A, including the N-terminal sequence. 

Figure IB shows the N-terminal alignment of human (SEQ ID NO, 3) and mouse PDE8A = 
(SEQ ID NO.: 4) sequences. 

Figure 2A shows the time course of induction of PDE7A and PDE8A as described in 
10 Example 3. The left panel is the time course of induction of PDE7A and PDE8A 
compared to a G3PDH control. The right pane, shows RT-PCR of a time course usin* 
serially diluted cDNA. . ° 



15 



20 



Figure 2B shows RT-PCR performed for PDE8A on 1 6 hour stimulated cells as described 
«n example 3. The cells were stimulated with antibodies to either CD3, CD28, or a 
combination of the antibodies. >?.' 

Figure 2C shows the effect of a^ingitor of Ick kinase (PP2) on upregulation of PDE7A 
and 8A, as described in Example^, infra. 

Figure 2D shows the effects of a PDE7A-antisense S-o.i g o or a control S-oligo on 
PDE8A expression in CD4+ T cells at various times after CD3 and CD28 stimulation as 
described in Example 3, infra. 

25 Figure 3 is a Western blot analysis showing upregulation of PDE8A protein at various 
tunes after T cell stimulation, as described in Examp.e 4, infra. Two PDE8A antibodies 
were used: a monoclonal antibody to a PAS domain fusion (P4G7) and a polyclonal 
antibody to a N-tenninal peptide (PIL9). 

30 Figure 4 shows inhibition of proliferation of CD4 + T cells by a PDE8A antisense 
oligonucleotide, as described in Example 5, infra. 
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Figure 5A shows the PDE activity profile of a monoQ HPLC profile of hut78 cells using 
ljuM of c AMP as a substrate, as described in Example 6, infra. 

5 Figure 5B shows the PDE activity profile using 0.01 jiM cAMP as substrate (•) in the 
presence of 10 jaM rolipram (A) or 100 \M IBMX (□ ), as described in Example 6, 
infra. 

Figure 5C shows that the total PDE activity profile (measured at 0.01 jjM cAMP). the 
10 PDE activity overlayed with the band intensities of PDE7A or PDE8A from the blots 
shown in the inset below, and is therefore contributed by both PDE7 and PDE8. PDE8A 
was blotted with two antibodies, P4G7 and PIL9, as described in Example 6, infra. 

Figure 6A shows that immunoprecipitated PDE8A activity from hut78 cells is inhibited 
15 by 100 |iM IBMX, as described in Example 7, infra. 

Figure 6B shows that PDE8A acti"yity..in CD4+ T cells increases after stimulation with 
CD3 and CD28 antibodies, as desqribed'iri Example 7, infra. 

20 Figure 7A shows that PDE activity of human PDE8A expressed in sf9 cells increases 
after digestion with trypsin for 2 min (B) or 10 min (A), as described in Example 8, 
infra. The inset shows the increase in PDE activity of trypsin digested sf9 expressed 
human PDE8A by Western blot analysis using PDE8A specific monoclonal (P4G7) or 
polyclonal (PIL13) antibodies. 

25 

Figure 7B shows that PDE8A activity of trypsin digested sf9-expressed PDE8A is 
sensitive to IBMX inhibition, as described in Example 8, infra. 

Figure 8A shows nucleotide sequence of a new splice variant, PDE7A3 (SEQ ID NO.: 5). 

30 

Figure 8B shows amino acid sequence of PDE7A3 ((SEQ ID NO.: 6). 

8 
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Figure 9A shows alignment of PDE7A1 (SEQ ID NO.: 7) and PDE7A3 (SEQ ID NO 8) 
C-termini, the numbering refers to PDE7A1 sequence. 

5 Figure 9B shows comparison of the splice variants of PDE7A. 

Figure 9C shows Northern blot analysis of PDE7A3. 

Figure 10A shows upregu taio „ of PDEs M1> ^ ^ ^ ^ ? 

2 ,T C ° UrSe ° f indUCti0n ° f PDE7A '' M3 ' $A « 

pane , the lower pane, shows RT . PCR of . Ume ^ usin6 ^ 

numbers shown above lanes mdica tt hours after sltadation). 

Fignre, ob s „ 0 „ s cotnparison of methods of pre pa rali on of CD4 + T ce„, Ca„s '„ere 
Peered us,„g a) .he CD4 + T bells is„,a ( ion kit in combination with CD69 kib » . 
m.xture of monoclonal anttadpcm, CD16 , CD2 „, CD25 , ^ ^ * 

" "T* CDNA « > - - « honr after stinruL and 

PCR was performed for PDE7A|PDE7A3, PDE8A, nad G3PDK 

Figure ,„ C shows nprognUtion of PDE8A in in CD4 + T cells. Left pane, shows PCR for 
^ ** b -* W °' 1 md 16 "» — stimulation using either CD3 CD28 

,7„ T m0n0C '° nal ^ * »- "~ W — °f cells 
harvested ,6 hours after stimulation usingPDESA polyclonal antOxtdv (PIL9). 

Figure „ shows upregulation of PDE7A and PDE8A by Western blot analysis A 
biotmylated monoclonal antibndv it>shti ..j ' 

antibody (P5H7) and a strepavidin horseradish peroxidase 

jugate were used for PDE7A blot; a monodona, antobody (P4G7) and a goat-anti- 
m use IgM-horsemdish peroxidase conjugate was used for PDE8A blo,; a plyc,o„ , 
antthody 69 7o> to a Ctermma, peptide of POE7A3 and a goafanti-ll " 
horserad,s„ peroxidase jugate were used for the P DE7 A3 blots; a monoclonal 
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antibody (P5H7) for PDE7A and a goat anti-mouse-kappa-horseradish peroxidase 
conjugate were used for the PDE7A blot which shows both PDE7A1 (upper band) and 
PDE7A3 (lower band). ■ 

5 Figure 12 shows PDE activity profile of a monoQ HPLC profile of hut78 cells using 
cAMP as a substrate, as described in Example 6, infra. A) PDE activity of profile of Hut 
cells using 1 |iM cAMP as a substrate; B) PDE activity profile using 0.01 fiM cAMP as 
substrate (•) in the presence of 10 \M rolipram (A) or 100 \M IBMX (Q); C) the PDE 
activity profile (0.01 (iM cAMP) overlayed with the band intensities (in arbitrary units) 
10 of PDE7A (A) or PDE8A (■) from the blots shown in the inset below, PDE7A1 was 
detected with P5H7 monoclonal antibody and PDE8 was detected with PEL9 polyclonal 
antibody, PDE7A3 was detected with both the P5H7 monoclonal antibody and the 6976 
polyclonal antibody and eluted in a region with low activity. 

■u 

15 Figure 13A shows that PDE activity of human PDE8A expressed in sf9 cells increases 

, y 

after digestion with trypsin for 2 mirk(B), as described in Example 8, infra. The inset the 
graph shows Western blot analysis /df jlie 2 min or 10 min digested samples performed 
with the monoclonal PDE8A antibpdy (P4G7) or the polyclonal antibody specific For the 
C-terminal peptide (PIL13). % 

20 1 

Figure 13B shows that PDE8A activity of trypsin digested sf9-expressed PDE8A is 
sensitive to IBMX inhibition. IBMX inhibition of undigested PDE8A/sf9 extract (■), the 
two minute trypsin digested extract (♦) and PDE8A immunoprecipitated from Hut78 
cells (A).. The cell extracts were immunoprecxipitated with PDE8A monoclonal antibody 

25 (3 x 10 7 cells/IP) and assayed with 0.01 \iM cAMP, as described in Example 8, infra. 

Figure 13C shows the activity of immunoprecipitated PDE8A from CD4+ T cells with 
0.01 (iMcAMP. 

30 Figure 14 shows the three classes of PDE8 interacting proteins that were identified using 
the Yeast Two Hybrid Screening Assay, as described in Example 10, infi-a. 

10 
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F,gure 15 shows a diagram of overlapping genomic clones for TbPDE2B. The bottom 
scale ,s based on the nucleotide sequence of the full-length gene and drawn approximately 
to scale. The open reading frames are indicated by ATG and STOP marked on the scale 

5 A, EST # AA063739: W, EST# W841ftt- n? in, ■ „ . 

. , » 1 * WS4103, IR, Intergenomic Region. Arrows indicate the 

pnmers used to amplify each clone, as described in Example 1 1, infra. 

Figure 16 shows the complete gene (SEQ ID NO, 9) and amino acid (SEQ ID NO • 10) 
sequence of TbPDE2B. Boxed amino acid regions indicate domains identified by sequence 
10 scanty to known domains in other protein, The asterisk indicates the stop codon 
Underlined YHN and HDX2HX4N motifs indicate PDE catalytic domain, as described in 
Example 1 1, infra. 

Figure ,7 shows muMpte sequence of fc ^ ^ ^ ^ 

GAF B) to the homologous re6i6n| of severa , 0(her represen(at . ve PDEs;Thepartofthet<)taI 
GAF domain defined by Hidde| Mad^v ModeUng of to Simpl e Modular 

Archttecture Research Too! (SMART) database is shown. These Mode me regions of 
sequence having highest sta «y belween enzymes. Boxes enciose the regions of highest 

20 N(K/R)XnFX3D(E) is iaheied. An-ows indicate other amino acids highly conserved among 
all of these GAF domain, Alignments were initially done nsing dustal w and refined bnsed 
on visual alignment of the signature motif. Several additional gaps have been added ,o 
aceommod^ppa.n. additional peptide loops in some of me sequences. Trypan (Z Wl 
. PDE), PDE2 (ft. lms PDE2 , M735I2)i pDE5 {Homo ^ pDE5i ^ 

25 (Cants f mi Uans PDE6 alpha, Y13282), PDE10 (Mus mrrrcntePDElO, AF1 ,0507) PDE1 1 
(Mono saptens PDEll A3). ^ mrt hish|y homo|ogous rf ^ 

function. 

Figure 18 shows a graphical representation of pairwise alignments of TbPDE2B catalytic 

30 ^'""i^mecatalyticdomainsofonemamborofeachofthe.mowohumanClassIPDEs 
as well as Class I PDEs from Oc^mm. C. ekgms and T. trucet PDE2A Catalytic 



11 
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domains were defined by the PFAM motifs program. The catalytic domain for the "A" gene 
of each of the 1 1 human PDEs was compared to the catalytic domain of TbPDE2B. 

Figure 19 shows Saccharomyces cerevisiae rescue of phenotype, as described in Example 
5 11, infra. The S. cerevisiae heat shock sensitivity of cells lacking endogenous PDEs is 
rescued by a plasmid expressing TbPDE2B. JBS75 (PDE1. PDE2 containing p424), 
JBS67.2 (pdel pde2 containing TbPDE2B on p424), and JBS67.1 (pdel pde2 containing 
p424) were grown 2d at 30 °C on selective plates, replica plated to fresh selective plates 
and held at 55 °C or 30 °C for 1 hour before growing 2d at 30 °C. 

10 

Figure 20 shows the genomic organization of the TbPDE2 gene. Panel A: Restriction 
digests of -genomic DNA hybridized with the cDNA insert of pT2928, representing 
catalytic domain and 3' UTR of TbPDE2A. Restriction enzymes used: lane 1: BamHI; 2: 
Bell; 3: Hindlll; 4: EcoRI, 5: EcoRV; 6: PstI; 7: Sail; 8: XhoL The enzymes designated 

15 by asterisks (BamHI, Hindlll, EcoRI, PstI, and Xhol) do not cut within the fragment used 
for hybridization. Pane] B: Organization of the 6317 bp genomic EcoRI fragment which 
contains the TbPDE2A loous. n37^r;376: RIME element. Arrows above: 12 bp direct ■ 
repeats. n!770 - 3224: open reading frame of TbPDE2A. n4428: polyA addition site of 
TbPDE2A mRNA. n4693 - 507a: open reading frame of an NHP2/RS6 homologue. 

20 Arrows underneath indicate the direction of transcription. 

Figure 20B shows the structure of the TbPDE2 family members. 

Figure 21A shows the nucleotide sequence (SEQ ID NO.: 11) of TbPDE2A. 

Figure 21B shows the predicted aniino acid sequence (SEQ ID NO.: 12) of TbPDE2A. 
Grey box: GAF domain. Filled squares denote amino acids predicted to be involved in 
cGMP binding. Open box: catalytic domain. Filled circles denote amino acids of the 
catalytic domain which are conserved in at least 12 out of 14 class I PDEs (TbPDE2A, 
30 mammalian PDE 1 (Acc Nr. U40372), PDE2 (U21 101), PDE3(M9]667), PDE4 
(S75213), PDE5 (NM-00 1083), PDE6 (NM-000283), PDE7 (U6817 1), PDES 

12 
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(AF068247), PDE9 (AF03..47), PDEI 0 (Ap.,2747,,, Drosophila dunce (PI2O052) S 

145631 " DiC,y0SteliUm ™ ,70) ' BoW 

acds (H269 -Y28 1) represent the phosphodiesterase signature motif. 

5 Figure 22A shows the nucleotide sequence (SEQ ID NO.: 13) of TbPDE2C. 

Figure 22B shows the predicted amino acid sequence (SEQ ID NO, 1 4) of TbPDE2C. 

Figure 23A shows the nueleotide sequence (SEQ ID NO, 15) of TbPDE2E. 

Figure 23B shows thepnedicted amino acid sequence (SEQ m NO.: 16) of TWDE2E. 

Figure 24 shows comparison of catalyuc domain, Graphic representation ofthe extern of 
sequence ,de„ % between „e calcic domains of TbPDE2A (Tb) and me I, 
.5 mammahan PDEs (,,„, Saccharomyces ^ 

tnelanogasterr4 OT ee(Dm),andDic r steliumregA(Dd). 

pr; Tr sho * dK °" bed a * ^ * 

sensitive PDE-deletion strain of £ cerevisiae PPS «, a e ^ * 

... u cez-evz^we, it5, was transformed with Dlasmids 
containmg a weak promoter (attenuated CYC1 ■ series » or . * 
series 9. »„h • , series 1) or a strong promoter (TEF2; 

series 2) and expressing the following constructs - a- N tpm' n * 

■ . . e constructs, a. N-terminally truncated TbPDE2A 

orth 1 ' ag ' A COn,r0lpla,eWith0 " ,h - sta *^P'^ »i* heat sho. k Two 
or three independent clones were tested for each construct. 



20 



25 



Ftgure 26 shows the potency of PDE mhibitors against T6PDE2A. m e activity of 
M-stae recombinant T6PDE2A was determined i„ me presence of ,00 pM o, inhibitor 

30 Z C T " etaZ °' ate; 3 ' ^^-^,3-non yl )ade„ine (EHNA)- 

4. traqumsm; 5: rohpram, 6: zardaverine; 2: pentoxi^e- 8: g-memoxHBMX 9 
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theophylline; 10: ethaverine; 11: milrinone; 12: papaverine; 13: RO 20-1724; 14: IBMX; 
15: zaprinast; 16: cilostamide; 17: dipyridamole; 18: vinpocetine. 

Figure 27 shows that TbPDE2A is inhibited by inhibitors of different structares and with 
5 specificities for different mammalian PDE families, as described in Example 12, infra. 
Panel A. Dipyridamole; panel B Trequinsin; panel C: Sildenafil; panel D: Ethaverine; 
panel E: example of a dose response curve (dipyridamote). 

Figure 28 shows the cytotoxicity of selected PDE inhibitors for bloodstream form 
10 trypanosomes, as described in Example 12, infra. Representative examples of IC50 
determinations of PDE inhibitors against 427 bloodstream cultures. Cytotoxicity was 
determined after 40 h of cell growth. A: Dipyridamole; B: Trequisine; C: Sildenafil; D: 
Ethaverine. 

■ ■* • 

• ' '0 

15 Figure 29 shows that RNAi inactivation of the TbPDE2 mRNAs reduces the overall PDE 
activity in whole trypanosome lysates. Trypanosomes transfected with the appropriate 
RNAi constructs were incubated in' the absence (non-induced) or presence (induced) of 
tetracyclin in the culture medium f§& 48 and 120 h, respectively. Cell lysates were 
prepared, and the overall PDE activity was determined. Activities are given as percentage 

20 of wild-type cell lysates. 

Figure 30 shows a comparison of enzymatic parameters of recombinant TbPDE2A and 
TbPDE2C, as described in Example 13, infra. 

25 Figure 31 shows that inactivation of TbPDE2 by RNAi increases intracellular cAMP. 
Procyclic trypanosomes were transfected with control plasmid (wt), or with RNAi 
constructs directed against the unrelated TbPDEl (PDE1), against the entire TbPDE2 
family (PDE2), against TbPDE2A (PDE2A), against TbPDE2B (PDE2B9 or against 
TbPDE2C (PDE2C). Inactivation of the corresponding mRNAs was induced by the 

30 addition of tetracyclin to the growth medium for 48 h (solid bars) and 120 h (open bars), 
respectively, i: induction of double-stranded RNA with tetracyclin; c: uninduced controls 
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»** 3 shows ,he MS Wvi, y of bioodsrteam trypm0SBmts „ , 
■nrtaceBuiar cAMP. Trypanosomas were incubarod in cuhure medium oonrain^ vari ous 
™,o„s of me membrane™. oAMP ana lo| 8-bromo.AMP. The cx,e« of 
■5 cell proliferation was determined after 70 h of culture. 

Figure 33 shows the nucleotide sequence (SBO ID NO • * a *u 

fSPnmTun . n } nd the 3101110 acid sequence 

(SEQ ID NO.: 49) of a PDE8A variant. 

1 0 Figure 34 shows the nucleotide sequence (SEO ID NO • sm * ^ *u 

fo FnrnN „ „ w 4 e ^ ^ N0 - 50 ) and the amino acid sequence 

(SEQ ID NO.: 51) of another PDE8A variant. 

Figure 35 shows the nucleotide sequence (SEO ID NO • «\ „ *u 

, SFO mwn , « } and the 30111,0 acid se <i ue nce 

(SEQ ID NO.: 53) of a PDE7A3 variant. 

15 3* 
DETAILED nffSrPiPnrT ON TmTOrT ^ r 

DEFINITIONS 

20 Asusedinthisapp.ication.thefblwlngw 

As used herein, the term "novel PDEs" means any of PDE8A, PDE7A3 TbPDE2A 
TbPDE2B, TbPDE2C or TbPDE2E. ' A> 

25 As used herein, the term "PDE8" refpr* tr, e -i 

. . , ' fS t0 the famil y of ^ino acid sequences of 

substantially purified PDE8 obtained from any species n*rH , ■ 
• ...... . any species > Particularly mammalian, 

bov,„e, ov,„e,.porci„e, murine, eouine, mi preferably ^ ftom 

wherher naorra,, syndic, semi-sy„«he t ic, or recombinant. Examples are shown ta 
F,ures ,a, 33 and 34. P DE8 ^passes varianrs or muranrs (hrvo.vm, oha„ g as such 
as am,no acd subsrimrions, insert™, delelions , mmye ^ ^ 
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polymorphic changes, allelic changes, alternative splicing, frame shift changes, or 
truncations) of the sequence of Figures la, 33, and 34. 

As used herein, the term "PDE7A3", refers to an alternatively spliced form of PDE7A. 

5 Substantially purified PDE7A3 can be obtained from any species, particularly 
mammalian, including bovine, ovine, porcine, murine, equine, and preferably human. 
PDE7A3 can be from any source whether natural, synthetic, semi-synthetic, or 
recombinant. Examples are shown in Figures 8b and 35. PDE7A3 encompasses variants 
or mutants (involving changes such as amino acid substitutions, insertions, deletions, 

10 conservative amino acid changes, polymorphic changes, allelic changes, alternative 
splicing, frame shift changes, or truncations) of Figures 8b and 35. 

As used herein, the term "TbPDE2", refers to a family of amino acids sequences of 
substantially purified PDE2 from a protozoan species, e.g., T. brucei. The TbPDE2-ean 

15 be natural, synthetic, semi-synthetic, or recombinant. Examples of TbPDE2 include but 
are not limited to TbPDE2A (Figure 2 IB), TbPDE2B (Figure 16), TbPDE2C (Figure 
22b) and TbPDE2E (Figure 23B)...t£pDE2 encompasses variants or mutants (involving 
changes such as amino acid substitutions, insertions, deletions, conservative amino acid 
changes, polymorphic changes, allelic changes, alternative splicing, frame shift changes, 

20 or truncations) of any of Figures 21B, 16, 22b, or 23B. 

The terms "isolated" or "purified" as used herein mean a specific nucleic acid or 
polypeptide, or a fragment thereof, in which contaminants (i.e. substances that differ from 
the specific nucleic acid or polypeptide molecule) have been separated or substantially 
25 separated from the specific nucleic acid or polypeptide. 

As used herein, a first nucleotide or amino acid sequence is said to have sequence 
"identity" to a second reference nucleotide or amino acid sequence, respectively, when a 
comparison of the first and the second sequences are exactly alike. 

30 
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As used herein, a fua, nudeotide or mino acid ^ ^ said ^ ^ 
second reference sequence when ho«h ,he fa, and second stances are nearly identical, 
bu have a ,ow .eve, of seqU e„ee differences. For exa mp ,e, two sequences are considered 
o he sun ar .o each Cher whan baa percentage of nuclides br amino acids that differ 
between the two sequences is between about 60% to 99.99%. 



The tare, fragment" af a PDE8-, PDE7A3-, or TbPDE2A/2B/2C/2E- encoding nucleic 
actd moleonta refers to a portion „f a nucleotide sequence which encodes a polypeptide 
havtng the btological activity of a PDES, PDE7A3 or TbPDE2A/2B/2C/2E protein e g 
■0 «he ab.itty ,o hydrolyae oAMP (as defined h y methods hnown in one art (Schi ing 
A-LetiUVWAmtJUochem. 216: 154-158). 

ten. "fragment" of a PDE8, PDE7A3, or TbPDE2A/2B/2C/2E po.ypeptide m o,ee ul e 
refers ,„ a pomon of a polypeptide having the biological activity of a PDE8 PDE7A3 „, 
.3 «, e.g., ability t0 byd^ cAMP (- da 

methods known in .be art (Schilfflg, AX. e, a,., 0m>Ami Biochem 2l& 

As used herein, the tern, "ami^d [ete „ Mho acids 

ol.gopepbde, peptide, polype^e, br protein sequence, and ^ .hereof, and 
20 includes natnrally occurring or synthetie molecules. 

As used herein, .amplification,, refers to the production of additional copies of a nucleic 
act sequence and is ge„e ra „y out using po|ymerase ^ 

_ technology well brown i„ a „ c . w Md Q g ^ 1 J 

Pnnter, a Laboratory Manual, Cold Spring Harbor Press, Plainview, N. Y.). 

As used herein, the ,enn "antagoni^- „ , nhibi , 0 ,, ^ „ , ^ 

bonnd ,o a novel PDE (such aa PDE8, PDE7A3, or TbPDE2A/2B/2C/2E), decreasea the 

30 rz 7T ion) or * e dMion ° f ,he *" ° f *• ^ <* 

«** * the novel PDE. Antagonists .ay incinde proteins, „ uclei a 
careohydrac, antibodies or any other Molecules which decrease the anroun, (expression)' 
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or effect of novel PDEs present in the sample. The preferred antagonist . will selectively 
inhibit the biological activity of a novel PDE, not affecting any other cellular proteins. 

As used herein, an agent is said to agonize or enhance novel PDE (e.g., PDES, PDE7A3 
5 or TbPDE2A/2B/2C/2E) activity when the agent increases the biological activity of a 
novel PDE protein of the invention. The preferred agonist will selectively enhance the 
biological activity of novel PDEs. 

As used herein, the term "antibody," refers to intact molecules as well as fragments - 
10 thereof, such as Fab, F(ab')2 and Fv fragments, which are capable of binding an epitopic 
determinant on an antigen (e.g., an epitopic determinant (s) on a novel PDE). The 
antibody can be "polyclonal," "monoclonal," "humanized," or human. 

The term "humanized antibody," as used herein, refers to antibody molecules in whiich 
15 amino acids have been replaced in the non-antigen binding regions in order to more 
closely resemble a human antibody,s\vhile still retaining the original binding ability. 

As used herein, the term "antigenic determinant," refers to that fragment of a molecule 
(i.e., an epitope) that makes cqptact With a particular antibody. When a protein or 
20 fragment of a protein is used to immunize a host animal, numerous regions of the protein 
may induce the production of antibodies which bind specifically to a given region or 
three-dimensional structure on the protein; these regions or structures are referred to as 
antigenic determinants. An antigenic determinant may compete with the intact antigen 
(i.e., the immunogen used to elicit the immune response) for binding to an antibody. 

25 

As used herein, the term "biologically active", refers to a protein having structural, 
regulatory, or biochemical functions of a naturally occurring molecule. Likewise, 
"immunologically active" refers to the capability of the natural, recombinant, or synthetic 
novel PDEs of the invention (e.g., PDE8A, PDE7A3 or TbPDE2A/2B/2C/2E), or any 
30 oligopeptide thereof, to induce a specific immune response in appropriate animals or cells 
and to bind with specific antibodies. 
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As used herein, the term "nucleic acid sequence," refers to an oligonucleotide, nucleotide 
or polynucleotide, and fragments thereof, and to DNA or RNA of genomic or synthetic 
ongm which may be single- or double-stranded, and represents the sense or antisense 
5 strand. 

The term "complementary" as used herein refers to nucleic acid molecules having purine 
and pyrimidine nucleotides which have the capacity to associate through hydrogen 
bondmg to form double stranded nucleic acid molecules. The following base pairs are 
related by complementarity: guanine and cytosine; adenine and thymine; and adenine and 
uracil. Complementary applies to all base pairs comprising two single-stranded nucleic 
acd molecules, or to all base pairs comprising a single-stranded nucleic acid molecule 
folded upon itself. Complementarity between two single-stranded molecules may be 
"partial", in which only some of the nucleic acids bind, or it may be complete wh«total 
complementarity exists between the single stranded molecules. The degree of 
complementarity between nucleoid strands has significant effects on the efficiency 
and strength of hybridization between nucleic acid strands. 

As used herein, the term "hybjdization," refers to any process by which a strand of 
nucle.c acid binds with a complementary strand through base pairing. 

As used herein, the term "stringent conditions," refers to conditions which permit 
hybridization between polynucleotide sequences and the claimed polynucleotide 
sequences. Suitably stringent conditions can be defined by, for example the 
concentrations of salt and/or formamide in the prehybridization and hybridization 
solutions, or by the hybridization temperature, and are well known in the art In 
particular, stringency can be increased by reducing the concentration of salt, increasing 
the concentration of formamide, or raising the hybridization temperature. 

30 As used herein, the term "antisense," refers to any composition containing nucleotide 
sequences which are complementary to a specific DNA or RNA sequence. The term 
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"antisense strand" is used in reference to a nucleic acid strand that is complementary to ' 
the "sense" strand. Antisense molecules include nucleic acids and may be produced by 
any method including synthesis or transcription. Once introduced into a cell, the 
complementary nucleotides combine with natural sequences produced by the cell to form 
5 duplexes and block either transcription or translation of the sequences. 

As used herein, the term "modulates," refers to a change in the activity of novel PDEs 
(e.g., PDES, PDE7A3 or TbPDE2A/2B/2C/2E). For example, modulation may cause an 
increase or a decrease in protein amount or activity, binding characteristics, or any other 
10 biological, functional or immunological properties of novel PDEs of the invention. 

As used herein, the term "biological sample," is used in its broadest sense. A biological 
sample is suspected of containing nucleic acid encoding novel PDEs (e.g., PDE8A, 
PDE7A3 or TbPDE2A/2B/2C/2E), or fragments thereof, or a novel PDE (e.g., PDE8, 

15 PDE7A3 or TbPDE2A/2B/2C/2E) protein itself or fragments thereof. The suitable 
biological sample can be from an animal or a human. The sample can be a cell sample or 
a tissue sample, including samples from spleen, lymph node, thymus, bone marrow, liver, 
heart, testis, brain, placenta, lung/skefetal muscle, kidney and pancreas. The sample can 
be a biological fluid, including, ui;ine, blood sera, blood plasma, phlegm, or lavage fluid. 

20 Alternatively, the sample can be a swab from the nose, ear or throat. 

As used herein, the term "PAS/PAC domain," refers to a region in the N-terminal domain 
of PDEs that has homology to the PAS/PAC domain found in many signal transduction 
proteins. The function of this domain is unknown, but it may be involved in 
25 protein/protein binding or binding to a small molecule. 

As used herein, the term "GAF domain," refers to a highly conserved domain that binds 
small molecular weight ligands. The GAF domain of some PDEs is known to bind 
cGMP. 

30 

20 



ISDOCID: <WO 022266lA2J_> 



WO 02/22661 



PCT/US01/28503 < 



The terms "specific binding," as used herein, refers to that interaction between a protein 
or peptide and an agonist, an antibody, or an antagonist. The interaction is dependent 
upon the presence of a particular structure (i.e., the antigenic determinant or epitope) of 
the protein recognized by the binding molecule. 

5 

The term «T cell activation," as used herein refers to a process by which T cells change 
from a resting state to one where they are proliferating and producing interleukins, /* 
v/vo, T cell activation occurs when an antigen-presenting cell (APC) binds to the T cell 
via the T cell receptor/CD3 complex and another costimulatory molecule, such as CD28 
10 In vitro, T cell induction can be induced by binding anti-mouse antibodies beads to a 
plate. When antibodies to murine anti-CD3 and anti-CD28 antibodies are added to the 
plate, they bind to the anti-mouse antibodies by their Fc regions. This leaves the Fab 
region free to bind CDS and CD28 receptors on T cells. When T cells are added to the 
Plate, they bind to the antibodies attached to the bottom of the plate and become 
15 activated, resulting in T cell proliferation and production of interleukins. The plate with 
attached antibodies approximate? an APC which has receptors that bind to CD3 and 
CD28. -ft 

The term '^regulation," refers^ the fact that in resting T cells, there is no detectable 
20 PDE8A or PDE7A3 protein or mRNA present. After induction of T cells with CDS and 
CD28 antibodies, a time dependent increase in PDE8A or PDE7A3 mRNA and protein is 
seen, which reaches a maximum level at about 8 hours after stimulation. 
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MOLECULES OF THE INVENTION 



In ,ts various aspects, as described in detail below, the present invention provides 
■proteins, peptides, antibodies, nucleic acid molecules, recombinant DNA molecules 
transformed host cells, methods for making the compositions of the invention, screening 
and diagnostic assays, therapeutic methods, transgenic animals, immunological and 
30 nucleic acid-based pharmaceutical or therapeutic assays, and compositions, all involving a 
novel PDEs or nucleic acids encoding them. 
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For the sake of convenience, the nucleotide sequences of novel PDEs (e.g., PDE8A, 
PDE7A3, TbPDE2A, TbPDE2B, TbPDE2C, and TbPDE2E) will be collectively referred to 
as "novel PDE nucleotides". Additionally, the proteins encoded by the novel PDE 
5 nucleotide sequences will be collectively referred to as "novel PDE proteins" and will 
include any or all of PDE8A, PDE7A3, and TbPDE2A/2B/2C/2E. 

Nucleic Acid Molecules Of This Invention 

10 The present invention discloses the discovery of nucleic acid molecules herein termed as 
"novel PDEs" or "novel PDE nucleotide" sequences, that encode novel PDE proteins and 
polypeptides. In one embodiment, the invention provides polynucleotide sequences (e.g., 
Figures la, 33 and 34) encoding PDES A proteins. For example, the nucleic acid of PDE8 
encodes the amino acid sequence beginning with methionine at amino, acid position 1 .^nd 

15 ending with glutamic acid at amino acid position 829 of any of Figures la, 33, or A 
specific embodiment of the nucleic, acids of PDE8 is shown at Figure la beginning at 
adenine at position 137 and ending with adenine at 2623. 

In another embodiment, the invention provides polynucleotide sequence encoding a 
20 splice variant of PDE7, designated herein as PDE7A3 (Figure 8A). For example, the 
nucleic acid of PDE7A3 encodes the amino acid sequence beginning with methionine at 
amino acid position 1 and ending with glycine at amino acid position 424 of any of 
Figures 8b or 35. A specific embodiment of the nucleic acids of PDE7A3 is shown at 
Figure 8b beginning at adenine at position 1 and ending with thymine at 12. 

25 

In another embodiment, the invention provides novel PDEs from T. bnicei, designated 
herein as TbPDE2A, TbPDE2B, TbPDE2C, and TbPDE2E (TbPDE2A/2B/2C/2E). For 
example, the nucleic acid of TbPDE2A encodes the amino acid sequence set forth in 
Figure 21b beginning with methionine at amino acid position 1 and ending with serine at 
30 amino acid position 485; the nucleic acid of TbPDE2B encodes the amino acid sequence 
set forth in Figure 16 beginning, with methionine at amino acid position 1 and ending 
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with arginine at amino acid position 930; the nucleic acid of TbPDE2C encodes the 
amino acid sequence set forth in Figure 22B beginning with methionine at amino acid 
position I and ending with arginine at amino acid position 930; the nucleic acid of 
TbPDE2E encodes the amino acid sequence set forth in Figure 23B beginning with 
methionine at amino acid position 1 and ending with arginine at amino acid position 367. 
A specific embodiment of the nucleic acids of TbPDE2A is shown in Figure 21a 
beginning at adenine at position 1 and ending with thymine at 1455. A specific 
embodiment of the nucleic acids of TbPDE2B is shown at Figure 16 beginning at adenine 
at position 1 and ending with thymine at 2790. A specific embodiment of the nucleic 
acids of TbPDE2C is shown at Figure 22a beginning at adenine at position 1 and ending 
with thymine at 2790. A specific embodiment of the nucleic acids of TbPDE2E is shown 
in Figure 23a beginning at adenine at position 1 and ending with thymine at 1 101 . 

The present invention further provides novel purified and isolated polynucleotides ©NA 
sequences- and fragments thereof, preferably in isolated form, including DNA, RNA 
transcripts, both sense and complementary antisense strands, encoding novel PDE protein 
molecules (e.g., PDE8A, PDE7A3§ind TbPDE2A/2B/2C/2E), DNA/RNA hybrids, and 
related molecules. Particularly preferred nucleic acid molecules will have nucleotide 
sequence substantially identical, to or complementary to novel PDE nucleotide sequences 
herein disclosed. Specifically contemplated are genomic, cDNA, ribozymes, and 
antisense molecules, as well as nucleic acids based on alternative backbone or including 
alternative bases, whether derived from natural sources or wholly or partially 
synthesized. "Wholly" synthesized DNA means that the DNA is produced entirely by 
chemical means, and "partially" synthesized means that only portions of the resulting 
DNA were produced by chemical synthesis. Antisense molecules can be RNAs or other 
molecules, including peptide nucleic acids (PNAs) or non-nucleic acid molecules such as 
phosphorothioate derivatives that specifically bind DNA or RNA in a base-pair 
dependent manner. A skilled artisan can readily obtain these classes of nucleic acid 
molecules using the herein described sequences. 
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The nucleic acid molecules of the present invention comprise nucleic acid sequences 
corresponding to differentially spliced transcripts of novel PDEs. In general, a 
differentially-spliced transcript is a mature RNA transcript that is generated in a cell by the 
following steps: (1) the cell transcribes precursor RNA transcripts from an intron-containing 
5 gene, where the precursor RNA transcripts include all the intron sequences; (2) the cell 
splices out different introns from different precursor transcripts, resulting in a heterogeneous 
population of mature RNA transcripts each having different introns; (3) the cell translates 
some or all of the differentially-spliced transcripts to generate a heterogeneous population of 
proteins which are encoded by the same intron-containing gene sequence. Thus, a cell may 
10 produce a heterogeneous population of novel PDE RNA transcripts that are related to each 
other as a result of differential splicing of a common precursor transcript. Furthermore, the 
novel PDE proteins that are translated from the differentially spliced transcripts may have 
different biological activities. 

15 The present invention further provides nucleotide sequences that selectively hybridize to 
novel PDE nucleotide sequences (shown in Figures 1, 8A, 16, 21 A, 22A, and 23 A) under 
high stringency hybridization conditions. Typically, hybridization under standard high 
stringency conditions will occur betw^ji^two complementary nucleic acid molecules that 
differ in sequence complementarity -by about 70% to about 100%. It is readily apparent to 

20 one skilled in the art that the high stringency hybridization between nucleic acid 
molecules depends upon, for example, the degree of identity, the stringency of 
hybridization, and the length of hybridizing strands. The methods and formulas for 
. conducting high stringency hybridizations are well known in the art, and can be found in, for 
example, Sambrook, et al., Molecular Cloning (1989). 

25 

In general, stringent hybridization conditions are those that: (1) employ low ionic strength 
and high temperature for washing, for example, 0.015MNaCl/0.0015M sodium citrate/0.1% 
SDS at 50° C; or (2) employ during hybridization a denaturing agent such as formamide, for 
example, 50% (vol/vol) formamide with 0.1% bovine serum albumin/0.1% Ficoll/0.1% 
30 polyvinylpyrrolidone/50 mM sodium phosphate buffer at pH 6.5 with 750 mM NaCl, 75 
mM sodium citrate at 42° C. 
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Another exalte „f stringe „ t condiIions „ fc ^ Qf ^ } ^ ^ ^ ^ 

NaCI 0.075 M sodium citrate), 5 0 mM sodium phosphate w ^ „ 1% 

5 SDS Tit' 5 ' Denha * M,U,i0 "' " Salm0 " *« DNA < 50 

DS and ,0% dextan sulfate a, 42- C, win, washes a, «. c in 0J x ssc „ , % SDS 

A skilled artisan can readily define and vary me s ,ri„ 6ency K 

obtain a clear and detectable hybridization signal. 

The present invention contentpiates alternative allelic forms of „ m e, PDE nucleotide 
sequence, Ihat „ isolated from ^ ^ ^ ^ ^ 

- ated allelic*™ of oatumlly-occurring 8 e„e sequences .elude „ild-,pe and mutam 
alleles A wild-type nove, PDE gene sequenK ^ ^ , ^ ^ 

no™, PDE biological activity, such as, for example, . pboaphodiesteras, fimction'or an 
tmmune taction. A mutan, of nova/ ,„ ge „ e sequence may ^ ^ ^ 
having an activity no, found nomrally in novel PDE proteins, such as, for example no, 
funcomng « . phosphodiesterase. A„erna,ive,y, . mutant of . pDE 

"7 "* e " COde 5 "* »- acrivity. Accordingly, a. preS e„, 

mvenhon provides wild-type anirimiari, allelic fonns of novel PDE sequences. 

The p re se„, invention former contemplates polyopic forms of novel PDE „uc,eo,ide 
sequence. Typically, isolated pol^orphic forms of natmally-occurring ge „e sequences 
are isolated from differen, subjects of the same species. Tbe polymorphic W include 
sequences having one or more nucleotide substations ,ha, may or may no, resul, in 
changes in d,e amino acid codon sequence. These substitutions may resul, in . ^ 
-a/ PDE gene ,ha, encodes a pr o,ci„ having te biological activity of wild-type novel 
PDE proteins, or encodes a mutan, poIymorphic fomi of fc ^ pDE 
different or null activity. 

The preaen, i„ve„,io„ provides isolated codon-usage variant ,ha, differ from the 
disclosed novel PDE nucleotide sequences, ye, do no, alter the predicted novel PDE 
poly P e P ,ide sequence or biological activity. The codon-usage variants may be generated 
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by recombinant DNA technology. Codons may be selected , to optimize the level of 
production of the novel PDE transcript or novel PDE polypeptide in a particular 
prokaryotic or eukaryotic expression host, in accordance with the frequency of codon 
utilized by the host cell. Alternative reasons for altering the nucleotide sequence 
5 encoding a. novel PDE polypeptide include the production of RNA transcripts having 
more desirable properties, such as an extended half-life or increased stability. 



Amino Acid Symbol One Letter Codons 



Symbol 


Alanine 


Ala 


A 


.GCU, GCC, GCA, GCG 


Cysteine 


Cys 


C 


UGU, UGC 


Aspartic Acid 


Asp 


D 


GAU, GAC 


Glutamic Acid 


Glu 


E 


GAA, GAG 


Phenylalanine 


Phe 


F 


UUU, UUC h 


Glycine 


Gly 


G 


GGU, GGC, GGA, GGG 


Histidine 


His 


H 


CAU, CAC 


Isoleucine 


He ' 


I _'fv 


AUU, AUC, AUA 


Lysine 


Lys 


K 


AAA, AAG 


Leucine 


Leu 


L ' -S 


UUA, UUG, CUU, CUC, CUA, CUG 


Methionine 


Met 


M - 


. AUG 


Asparagine 


Asn 


N 


AAU, AAC 


Proline 


Pro 


P 


CCU, CCC, CCA, CCG 


Glutamine 


Gin 


Q 


CAA, CAG 


Arginine 


Arg 


R 


CGU, CGC, CGA, CGG, AGA, AGG 


Serine 


Ser 


S 


UCU, UCC, UCA, UCG, AGU, AGC 


Threonine 


Thr 


T 


ACU, ACC, ACA, ACG 


Valine 


Val 


V 


GUU, GUC, GUA, GUG 


Tryptophan 


Trp 


w 


UGG 


Tyrosine 


Tyr 


Y 


UAU, UAC 
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The present invention provides nucleic acid molecules that encode novel PDE proteins 
In particular, the RNA molecules of the invention may be isolated full-length or partial 
mRNA molecules or RNA oligomers that encode the novel PDE proteins. 

The nucleic acid molecules of the invention also include derivative nucleic acid 
molecules which differ from DNA or RNA molecules, and anti-sense molecules 
Derivative- molecules include peptide nucleic acids (PNAs), and "non-nucleic acid 
molecules including phosphorothioate, phosphotriester, phosphoramidate, and 
methyiphosphonate molecules, that bind to single-stranded DNA or RNA in a base pair- 
dependent manner (Zamecnik, P. C, et al., (1978) Proc. Natl. Acad. Sci. 75280?84- 
Goodchild, P. C., et al., (1986) Proc. Natl. Acad. Sci. 83:4 143-4 146). Peptide nucleic 
acid molecules comprise a nucleic acid oligomer to which an amino acid residue, such as 
lysine, and an amino group have been 'added. These small molecules, also designated 
anti-gene agents, stop transcript elongation by binding to their complementary (template) 
strand of nucleic acid (Nielsen, P. E., et al., (1993) Anticancer Drug Des 8:53-63) 
Reviews of methods for synthesis of DNA, RNA, and their analogues can be found in: 
Oligonucleotides and Analogues/':^. F. Eckstein, (1991) IRL Press, New York- 
Oligonucleotide Synthesis, ed^J. Gait, 1984, IRL Press, Oxford, England' 
Add.tionally, methods for antisense RNA technology are described in U.S. patent Nos 
5,194,428 and 5,1 10,802. A skilled artisan can readily obtain these classes of nucleic acid 
molecules using the herein described 7>Z>£ 5 polynucleotide sequences, see for example 
Innovative and Perspectives in Solid Phase Synthesis (1992) Egholm, et al. pp 325-328 or 
U.S. Patent No. 5,539,082. 

25 Embodiments of the novel PDE nucleic acid molecules of the invention include DNA and 
RNA primers, which allow the specific amplification of novel PDE sequences, or of any 
specific parts thereof, and probes that selectively or specifically hybridize to novel PDE 
sequences or to any part thereof. The nucleic acid probes can be labeled with a 
detectable marker. Examples of a detectable marker include, but are not limited to a 

30 rad 10I sotope, a fluorescent compound, a bioluminescent compound, a chemiluminescent 
compound, a metal chelator or an enzyme. Technologies for generating labeled DNA and 
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RNA probes are well known, see, for example, Sambrook et al., in Molecular Cloning 
(1989). 

Recombinant Nucleic Acid Molecules Encoding Novel PDEs 

5 

Also provided in this invention are recombinant nucleic acid molecules, such as 
recombinant DNA molecules (rDNAs) that contain nucleotide sequences encoding a 
novel PDE polypeptide (e.g., PDE8A, PDE6A3, TbPDE2A/2B/2C/2E) of the invention, 
or fragments thereof. As used herein, a rDNA molecule is a DNA molecule that has been 
10 subjected to molecular manipulation in vifro. Methods for generating rDNA molecules 
are well known in the art, for example, see Sambrook et al., Molecular Cloning (1989), 
supra. In the preferred . rDNA molecules of the present invention, the sequences that 
encode a novel PDE protein or fragments thereof, are operably linked to one or more 
expression control sequences and/or vector sequences. ,., Y 

15 

Vectors Comprising Novel PDEs ? 

*?'■*■ ' 

The nucleic acid molecules of ihi^inyention may be recombinant molecules, each 
comprising the sequence, or portion thereof, of novel PDE nucleotide sequence linked to 
20 a non-PDE sequence. For example; the novel PDE sequence may be linked operatively to 
a vector to generate a recombinant molecule. 

The term vector includes, but is not limited to, plasmids, cosmids, and phagemids. A 
preferred vector for expression will be an autonomously replicating vector comprising a 
25 replicon that directs the replication of the rDNA within the appropriate host cell. 
Alternatively, the preferred vector directs integration of the recombinant vector into a 
host cell. Various viral vectors may also be used, such as for example, a number of well- 
known retroviral, adenoviral, and adeno-associbated viral (AAV) vectors (Berkner 1988, 
Biotechniques 6:616-629). 

30 
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The preferred vectors permit expression of novel PDEs transcript or polypeptide 
sequences in prokaryotic or eukaryotic host cells. The preferred vectors include 
expression vectors, comprising an expression control element, such as a promoter 
sequence, which enables transcription of the inserted sequences and can be used for 
5 regulating the expression (e.g., transcription and/or translation) of an operably linked 
sequence in an appropriate host cell such as Escherichia coll Expression control 
elements are known in the art and include, but are not limited to, inducible promoters, 
constitutive promoters, secretion signals, enhancers, transcription terminators, and other 
transcriptional regulatory elements. Other expression control elements that are involved 
10 in translation are known in the art, and include the Shine-Dalgarno sequence, and 
initiation and termination codons. 

Specific initiation signals may also be required for efficient translation of novel PDEs 
sequences. These signals include the ATG-initiation codon and adjacent sequences. In 

1 5 cases where the novel PDEs initiation codon and upstream sequences are inserted into the 
appropriate expression vector, ^additional translation control signals may be needed. 
However, in cases where only th£ coding sequence, or a portion thereof, is inserted, 
exogenous transcriptional control signals including the ATG-initiation codon must be 
provided. Furthermore, the initiation codon must be in correct reading frame to ensure 

20 transcription of the entire insert. Exogenous transcriptional elements and initiation 
codons can be of various origins, both natural and synthetic. The efficiency of expression 
may be enhanced by the inclusion of enhancers appropriate to the cell system in use 
(Scharf, D., et al, 1994 Results Probl. Cell Differ. 20:125-62; Bittner, et al, 1987 
Methods in Enzymol. 153:516-544). 

25 

The preferred vectors for expression of the novel PDE nucleotide sequences in eukaryotic 
host cells include expression control elements, such as the baculovirus polyhedrin 
promoter for expression in insect cells. Other expression control elements include 
promoters or enhancers derived from the genomes of plant cells (e. g., heat shock, 
30 RUBISCO, storage protein genes), viral promoters or leader sequences or from plani 
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viruses, and promoters or enhancers from the mammalian genes or from mammalian 
viruses. 

The preferred vector includes at least one selectable marker gene that encodes a gene 
5 product that confers drug resistance such as resistance to ampicillin or tetracyline. The 
vector also comprises multiple endonuclease restriction sites that enable convenient 
insertion of exogenous DNA sequences. Methods for generating a recombinant 
expression vector encoding the novel PDE proteins of the invention are well known in the 
art, and are described in Maniatis, T., et al., (1989 Molecular Cloning, A Laboratory 
10 Manual, Cold Spring Harbor Laboratory, Cold Spring Harbor, NY) and Ausubel et al. 
(1989 Current Protocols in Molecular Biology, John Wiley & Sons, New YorkN.Y.). 

The preferred vectors for generating novel PDE transcripts and/or the encoded novel 
PDEs polypeptides are expression vectors which are compatible with prokaryotic hpst 
15 cells. Prokaryotic cell expression vectors are well known in the art and are available 
from several commercial sources^For example, pET vectors (e.g., pET-21, Novagen 
Corp.), pQE vectors (Qiagen, Chativyorth, CA), BLUESCRIPT phagemid (Stratagene, 
LaJolla, CA), pSPORT (Gibco BRL^-pr ptrp-lac hybrids may be used to express novel 
PDEs polypeptides in bacterial host cells: 

20 

Alternatively, the preferred expression vectors for generating novel PDE transcripts 
and/or the encoded PDE polypeptides are expression vectors which are compatible with 
eukaryotic host cells. The most preferred vectors are those compatible with vertebrate 
cells. Eukaryotic cell expression vectors are well known in the art and are available 
25 from several commercial sources. Typically, such vectors are provided containing 
convenient restriction sites for insertion of the desired DNA segment. Typical of such 
vectors are PSVL and pKSV-10 (Pharmacia), pBPV-l/pML2d (International 
Biotechnologies, Inc.), pTDTl (ATCC, #31255), and similar eukaryotic expression 
vectors. 

30 
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Host- Vector Systems Comprising Novel PDEs 

The invention further provides a host-vector system comprising a vector, plasmid, 
phagemid, or cosmid comprising a novel PDE nucleotide sequence, or a fragment 
5 thereof, introduced into a suitable host cell. A variety of expression vector/host systems 
may be utilized to carry and express novel PDE sequences. The host-vector system can 
be used to express (e.g., produce) the novel PDE polypeptides encoded by novel PDE 
nucleotide sequences. The host cell can be either prokaryotic or eukaryotic. Examples of 
su,table prokaryotic host cells include bacteria strains from genera such as Escherichia 

10 Bacillus, Pseudomonas, Streptococcus, and Streptomyces. Examples of suitable 
eukaryotic host cells include yeast cells, plant cells, or animal cells such as mammalian 
cells and insect cells. A preferred embodiment provides a host-vector system comprising 
the pcDNAS vector (Invitrogen, Carlsbad, CA) in COS7 mammalian cells, pGEX vector 
(Promega, Madison, WI) in bacterial cells, or pFastBac HT baculovirus vector 

15 (Gibco/BRL) in Sf9 insect cells (ATCC, Manassas, VA). 

Introduction of the recombinant $NA molecules of the present invention into an 
appropriate host cell is accomplished by well-known methods that depend on the type of 
vector used and host system. .employed. For example, prokaryotic host cells are 

20 mtroduced (e.g., transformed) with nucleic acid molecules by electroporation or salt 
treatment methods, see, for example, Cohen et al., (1972) Proc Natl Acad Sci USA 
69:2110; Maniatis, T., et al., (1989) Molecular Cloning, A Laboratory Manual, Cold 
Spring Harbor Laboratory, Cold Spring Harbor, NY. Vertebrate cells are transformed 
with vectors containing recombinant DNAs by various methods, including 

25 electroporation, cationic lipid or salt treatment (Graham et al, (1973) Virol 52:456; 
Wigler et al., (1979) Proc Natl Acad Sci USA 76:1373-76). 

Successfully transformed cells, i.e., cells that contain a rDNA molecule of the present 
invention, can be identified by techniques well known in the art. For example, cells 
30 resulting from the introduction of recombinant DNA of the present invention are selected 
and cloned to produce single colonies. Cells from those colonies are harvested, lysed and 
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their DNA content examined for the presence of the rDNA using a method such as that 
described by Southern, J Mol Biol (1975) 98:503, or Berent et al., Biotech (1985) 3:208, 
or the proteins produced from the cell are assayed via a biochemical assay or 
immunological method. 

5 

In bacterial systems, a number of expression vectors may be selected depending upon the 
use intended for the novel PDE proteins. For example, when large quantities of novel 
PDE proteins are needed for the induction of antibodies, vectors that direct high level 
expression of fusion proteins that are soluble and readily purified may be desirable. Such 

10 vectors include, but are not limited to, the multifunctional E. coli cloning and expression 
vectors such as BLUESCRIPT (Stratagene, San Diego, CA), in which the novel PDE 
nucleotide sequence may be Iigated into the vector in-frame with sequences for the 
amino-terminal Met and the subsequent 7 residues of B-galactosidase so that a hybrid 
protein is produced; pIN vectors (Van Heeke & Schuster (1989) J Biol Chem 264:5 5Q3- 

15 5509); and the like. The pGEX vectors (Promega, Madison, WI.) may also be used to 
express novel PDE proteins as fusion proteins with glutathione S-transferase (GST). In 
general, such fusion proteins are soluble and can easily be purified from lysed cells by 
adsorption to glutathione-agarose beads followed by elution in the presence of free 
glutathione. Proteins made in suck-systems are designed to include heparin, thrombin or 

20 factor XA protease cleavage sites so that the cloned protein of interest can be released 
from the GST moiety at will. 

In yeast, Saccharomyces cerevisiae, a number of vectors containing constitutive or 
inducible promoters such as beta-factor, alcohol oxidase and PGH may be used. For 
25 reviews, see Ausubel et al {supra) and Grant et al (1987) Methods in Enzymology 
153:516-544. 

In cases where plant expression vectors are used, the expression of a sequence encoding a 
novel PDE protein is driven by any of a number of promoters. For example, viral 
30 promoters such as the 35S and 19S promoters of CaMV (Brisson, et al., (1984) Nature 
310:51 1-514) may be used alone or in combination with the omega leader sequence from 
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TMV (Takan,a.su, e, al., (,987) EMBO J 6:307-31 1). Alternatively, plan, promoters 
such as the small subuni, of RUBISCO (Coruzzi et .1 (1984) £M,0 J 3I671-1680- 
Broglie e, al (1984) Sc,enee 224:838-843); or heat shock promoters (Winter , J 
SmtMdi R M (199,) tesuUsProt, Cell Differ ,7:85-,05) are used. These comets can 
be Reduced into p,a„, cells by direct DNA transforation , P a,ho 8 e„- ra edia,eo 
transfechon. For reviews of such teehniqaes, see Hobbs, S. in: UcGroy, Yeortook of 
Sc,e„ce and Technics, (1992) McGraw Hill New York N.Y., pp ,9,-196- or 
Weissbach and Weissbach (,988) in: Me.nods for Plan, MCeeular BUog,, Academic 
Press, New York N.Y., pp 421-463. 



25 



30 



An alternative expression system that can be used to express a novei PDE proteins is an 
.nsect system. In one such system, Autographa californica nuclear polyhedrosis virus 
(AcNPV) is US ed as a vector to express foreign genes in Spodoptera frugiperda cells or in 
Tnchoplusia larvae (Smith et al (1983) J Virol 46:584; Engelhard E. K., et al 1994*Voc 
Nat Acad Sci 91:3224-7). The sequence encoding a novel PDE protein is cloned into a 
nonessential region of the virus, «g as the polyhedrin gene, and placed under control of 
the polyhedrin promoter. Succes^ertion of a novel PDE nucleotide sequence will 
render the polyhedrin gene inactive^* produce recombinant virus .acking coat protein 
The recombinant viruses are then>edto infect S.frugiperda cells or Trichoplusia larvae 
in which a novel PDE protein is expressed. 

In mammalian host cells, a number of viral-based expression systems are utilized In 
cases where an adenovirus is used as an expression vector, a novel PDE nucleotide 
sequence is ligated into an adenovirus transcription/translation vector consisting of the 
late promoter and tripartite leader sequence. Insertion in a nonessential El or E3 region 
of the vual genome results in a viable virus (Logan and Shenk 1984 Proc Natl Acad Sci 
81 :3655-59) capable of expressing a novel PDE protein in infected host cells. In addition 
transection, enhancers, such as the rous sarcoma virus (RSV) enhancer, are used to' 
increase expression in mammalian host cells. 
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A host cell strain may also be chosen for its ability to modulate the expression of the 
inserted novel PDE nucleotide sequences or to process the expressed novel PDE protein 
in the desired fashion. Such modifications of the novel PDE protein include, but are not 
limited to, acetylation, carboxylation, glycosylation, phosphorylation, lipidation and 
5 acylation. Post-translational processing which cleaves a precursor form of the protein 
(e.g., a prepro protein) may also be important for correct insertion, folding and/or 
function. Different host cells such as CHO, HeLa, MDCK, 293, WI38, etc. have specific 
cellular machinery and characteristic mechanisms for such post-translational activities 
and may be chosen to ensure the correct modification and processing of the introduced, 
10 foreign protein. 

For long-term, high-yield production of recombinant proteins, stable expression is 
preferred. For example, cell lines that stably express novel PDE proteins are transformed 
using expression vectors that contain viral origins of replication or endogenous 

1 5 expression elements and a selectable marker gene. Following the introduction of the 
vector, cells are grown in an enriched media before they are switched to selective media. 
The purpose of the selectable markeps to confer resistance to selection, and its presence 
allows growth and recovery of cells wfeich successfully express the introduced sequences. 
Resistant clumps of stably transformed cells can be proliferated using tissue culture 

20 techniques appropriate for the cell type used. 

Any number of selection systems may be used to recover transformed cell lines. These 
include, but are not limited to, the herpes simplex virus thymidine kinase (Wigler, M., et 
al., 1977 Cell 11:223-32) and adenine phosphoribosyltransferase (Lowy, I. et al., 1980 

25 Cell 22:817-23) genes which can be employed in tk-minus or aprt-minus cells, 
respectively. Also, antimetabolite, antibiotic or herbicide resistance can be used as the 
basis for selection; for example, dhfr which confers resistance to methotrexate (Wigler, 
M., et al., 1980 Proc Natl Acad Sci 77:3567-70); npt, which confers resistance to the 
aminoglycosides neomycin and G-418 (Colbere-Garapin, F., et al., 1981 J. Mol Biol 

30 150:1-14) and als or pat, which confer resistance to chlorsulfiiron and phosphinotricin 
acetyltransferase, respectively (Murry, supra). Additional selectable genes have been 
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described, for example, ttpB, which allows ceils to utilize indole i„ place of fryptoptan 
or hiaD, which allows ceUs to utilize histinol in place of histidine (Harhnan, S. C. and R 
C. Mulligan ,988 Pro, Natl. Acad. SC. 85:8047-5,). Rece„„ y , the nse of visibie 
markers has gained popular,* with such markers as nnthocynnins, o-g.ucuronidase and 
5 .is substrate, OUS. and lucifemse and its subarafe, lucifenn, being wide, y used no, only 
,o .dcntify hansforman,s, bu, a,so ,„ c^ify of ^ or ^ 

expression ohribufable .„ a specific vector system (Modes, C. A., a, ah, ,995 J*** 
Mol. Biol. 55:121-131): 

■0 Proteins And Polypeptides Of The Invention 

The invention als0 provides novel PDE proteins and polypeptides. Particular 
embodiments of the novel PDE proteins of the invention includes m amma ,ia„ PDE8A 
and PDE7A3, and TbPDE2A/2B/2C/2E from T. ta Certain novel PDE p «ei„ 
molecules of the invention (e.g., PDE8A and PDE7A3) can be expressed on acovated 
human CD4 T eel, line, and become upteguiated in CD4 + T cells after s,imu,a,io„ with 
a " d CMS reCepMrS ' » d Solved in T cell activation, as certain T cell functions 
such as T cell proliferation and Sanction can be inhibited by PDE8A- or PDE7A3- 
antisense molecules. ; 



20 



25 



30 



Novo, PDEs of this invention nray be emhodied in „ lany foms , preferaWy h ^ 
form or ,„ purified form. Novel PDE pro,ei„s may a,so be general by synfhetic, sen,, 
synthetic, or recombinant methods. 

A ski.led artisan can readily employ standard isolation and purification methods ,„ 
■solafed novel PDE proteins fM^hak, D. R., « a |, ,996 in: Slralegies /or Pmel „ 
Purification art Character***,*, Cold Spring Harbor Press, Plainview, N. Y) The 
nature nrrd degree of isolnfion and purification will depend on the intended use For 
example, purified novel PDE protein nroteuies will be subsfanMy free of other 
Proteins or molecules that i mpair ft. binding of novel PDE proteins ,„ ^bodies or other 
hgands. Embodiments of fhe novel PDE proteins include purified novel PDE protein or 
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fragments thereof, having the biological activity of a novel PDE protein. In one form, 
such purified PDE proteins, or fragments thereof, retain the ability to bind antibody or 
other ligand. 

5 Various forms of a particular novel PDE protein of the invention may be produced as a 
result of processes such as post-translational modification, alternative splicing. For 
example, various forms of isolated novel PDE proteins may include: precursor forms, 
mature forms, and different mature forms of a novel PDE protein that result from post- 
translational events, such as, glycosylation, phosphorylation, and intramolecular 
10 cleavage. 

The present invention provides isolated and purified proteins, polypeptides, and 
fragments thereof, having an amino acid sequence identical to the predicted sequence of 
the novel PDE sequences disclosed herein. Accordingly, the amino acid sequences iSiay 
15 be identical to a particular novel PDE sequence, as described in Figures 1, 8B, 16, 21B, 
22B,and23B). \ v 

The present invention also includes.-'proteins having sequence variations from the 
predicted novel PDE protein sequences disclosed herein. For example, the proteins 
20 having the variant sequences include allelic variants, mutant variants, conservative 
substitution variants, and novel PDE proteins isolated from other organisms. The amino 
acid sequences may be similar to the disclosed sequences. 

The present invention encompasses mutant alleles of novel PDEs that encode mutant 
25 forms of novel PDE proteins having one or more amino acid substitutions, insertions, 
deletions, truncations, or frame shifts. Such mutant forms of proteins typically may not 
exhibit the same biological activity as wild-type proteins. 

Another variant of novel PDE proteins may have amino acid sequences that differ by one 
30 or more amino acid substitutions. The variant may have conservative amino acid 
changes, where a substituted amino acid has similar structural or chemical properties, 
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such as replacement of leucine with isoleucine. Alternatively, a variant may have 
nonconservative amino acid changes, such as replacement of a glycine with a tryptophan. 
Similar minor variations may also include amino acid deletions or insertions, or both. 
Guidance in determining which and how many amino acid residues may be substituted 
5. inserted or deleted may be found using computer programs well known in the art, for 
example, DNASTAR software. 

Conservative amino acid substitutions can frequently be made in a protein without 
altering either the conformation or the biological activity of the protein. Such changes 
10 include substituting any of isoleucine (I), valine (V), and leucine (L) for any other of 
these hydrophobic amino acids; aspartic acid (D) for glutamic acid (E) and vice versa- 
giutamine (Q) for asparagine (N) and vice versa; and serine (S) for threonine (T) and vice 
versa. Other substitutions can also be considered conservative, depending on the 
environment of the particular amino acid and its role in the three-dimensional structure of 
15 the protein. For example, glycine (G) and alanine (A) can frequently be interchanged as 
can alanine (A) and valine (V): Methionine (M), which is relatively hydrophobic can 
frequently be interchanged wij^ucine and isoleucine, and sometimes with valine. 
Lysine (K) and arginine (R) are "frequently interchangeable in locations in which the 
significant feature of the amino|cid residue is its charge and the differing pK's of these 
20 two amino acid residues are not significant. 

The invention also provides peptides comprising biologically and/or immunologically 
active fragments of novel PDEs. For example, the proteins and peptides of the invention 
can elicit antibodies that specifically bind an epitope associated with a novel PDE protein 
25 of the invention. Accordingly, the novel PDE protein, or any oligopeptide thereof, is 
capable of inducing a specific immune response in appropriate animals or cells, and/or 
binding with ligands such as specific antibodies. 

The novel PDE -encoding nucleic acid molecules described herein enable the isolation of 
30 novel PDE homologues, alternatively sliced isoforms, allelic variants, and mutant forms of 
the protein as well as their coding and gene sequences. 
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For example, a portion of the novel PDE -encoding sequence herein described can be 
synthesized and used as a probe to retrieve DNA encoding a member of the novel PDE 
family of proteins from organisms other than human, allelic variants of the novel PDE 
5 protein herein described, and genomic sequence containing the novel PDE gene. Oligomers 
containing e.g., about 18-20 nucleotides (encoding about a 6-7 amino acid stretch), can be 
prepared and used to screen genomic DNA or cDNA libraries to obtain hybridization under 
stringent conditions or conditions of sufficient stringency to eliminate an undue level of 
false positives. In a particular embodiment, cDNA encoding a novel PDE can be used to 
1 0 isolate a full length cDNA encoding a novel PDE homologue. 

In addition, the amino acid sequence of the human novel PDE protein may be used to 
generate antibody probes to screen expression libraries prepared from cells. Typically, 
polyclonal antiserum from mammals such as rabbits immunized with the purified protein?(as 
15 described below) or monoclonal antibodies can be used to probe an expression library, 
prepared from a target organism, to obtain the appropriate coding sequence for a novel PDE 
homologue. The cloned cDNA sequence can be expressed as a fusion protein, expressed 
directly using its own control sequencesi pf expressed by constructing an expression cassette 
using control sequences appropriate^ the particular host used for expression of the enzyme. 

20 

Non-human homologues'of a novel PDE, naturally occurring allelic variants of a novel PDE 
and genomic novel PDE sequences may share a high degree of homology to the novel PDE 
sequences herein described. In general, such nucleic acid molecules will hybridize to the 
novel PDE sequence under stringent conditions. Such sequences will typically contain at 

25 least 70% homology, preferably at least 80%, most preferably at least 90% homology to the 
a novel PDE sequence. Stringent conditions are those, e.g., that (1) employ low ionic 
strength and high temperature for washing, for example, 0.01 5M NaCl/0.0015M sodium 
titrate/0.1% SDS at 50EC, or (2) employ during hybridization a denaturing agent such as 
formamide, for example, 50% (vol/vol) formamide with 0.1% bovine serum albumin/0.1% 

30 Ficoll/0.1% polyvinyipyrrolidone/50 mM sodium phosphate buffer at pH 6.5 with 750 mM 
NaCI, 75 mM sodium citrate at 42EC. ' 
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METHODS FOR GENERATING NOVEL PDE PROTEINS 

The nova, PDE proteins of the invention may be generated by chemica , " 
recombinant method, Recombinant methods are preferred if a high yield is desired 
Recombinant methods involve expressing the cloned gene in a suitable host cel. For 
examp.e, a host eel, is introduced with an expression vector having a novel PDE 
nucleotide sequence, and then the host cell is cultured under conditions that permit 
production of the novel PDE protein encoded by the sequence 

10 

For example, in genera! terms, the production of recombinant novel PDE proteins win 
mvolve naing a oos>W system emptying fte Mowing steps: A nucleic acid 
molecule ,s obtained fta, encodes a novo, PDE protein or a frag™, thereof, such my 
one of the polynucleotide, disciosed in Kgllres ,, 8A> 16> 21A> 22A _ „ ^ 

PDE- encodmg nucleic acid ntoiecul, is theu preferably inserted i„, 0 . expressio „ 
vector ,„ „p erab ,e linkage with ^ exprKsjo „ ^ 

to generate an expression vector gaining the nove, PDE- encoding seouenee The' 
expression veotor is inteodneed Ito^taM. host, by standard transforation methods 
and the renting hp| is cultured under conditions «h„ aUow the production 

and re^a, 0 f me nove, PDE protein of Ute invenrion. F„ r example, if expression of a 
»ovel PDE gene is under the control of an inducible promoter, then suitable growm 
condtttons tnclude the appropriate inducer. The nove, PDE protein, so produced, is 
isolated from the ^o«h medium or directly from the cells; recovery and p„ riflcaIion of 

25 T, 'IT 7 m ' " ^ " ^ — — » — tapnrittes may be 
« telerated. A shilled a n isa„ can readily, adapt an appropriate hosttexptession syL' 

known ,„ me m (Cohen, et a,., w Manila e. a,., va) for use with . „ ove| ^ 

enoodtng sequences to produce a novel PDE protein „f th e 

30 c^ "°T' ^ ^ ° f inWmi ° n ' ^ ^ - * * 

h m.cal sweats ntethods. The principles of solid phase chemical synthesis o 

polypepttdca are well known in the at, and may be found i„ ge „e r a, tets relating t0 m . 
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area (Dugas, H. and Penney, C. 1981 Bioorganic Chemistry, pp 54-92, Springer-Verlag, 
New York). PDE8 polypeptides may be synthesized by solid-phase methodology 
utilizing an Applied Biosystems 430A peptide synthesizer (Applied Biosystems, Foster 
City, Calif.) and synthesis cycles supplied by Applied Biosystems. Protected amino 
5 acids, such as t-butoxycarbonyl protected amino acids, and other reagents are 
commercially available from many chemical supply houses. 

The present invention provides derivative protein molecules, such as chemically modified 
novel PDE proteins. Illustrative of such modifications is replacement of hydrogen by an 
10 alkyl, acyl, or amino group. The novel PDE protein derivatives retain the biological 
activities of naturally occuring novel PDEs. 



15 



ANTIBODIES REACTIVE AGAINST NOVEL PDE PROTEINS AND 
POLYPEPTIDES , 



The invention further provides antibodies, such as polyclonal, monoclonal, chimeric, 
fragments, and human plus humanijfed antibodies, that bind to novel PDE proteins or 
fragments thereof. The most preferred antibodies will selectively bind to a novel PDE 
protein and will not bind (or will bind '-weakly) to a non-PDE protein. These antibodies- 
20 can be from any source, e.g., rabbi^ sheep, rat, dog, cat, pig, horse, mouse and human. * 

As will be understood by those skilled in the art, the regions or epitopes of a novel PDE 
protein to which an antibody is directed may vary with the intended application. For 
example, antibodies intended for use in an immunoassay for the detection of membrane- 

25 bound hovel PDE on viable cells should be directed to an accessible epitope such as the 
extracellular domain of a novel PDE protein. Anti-novel PDE mAbs can be used to stain 
the cell surface of novel PDE - positive cells. The extracellular domain of novel PDE 
proteins represent potential markers for screening, diagnosis, prognosis, and follow-up 
assays and imaging methods to detect novel PDE proteins. In addition, novel PDE 

30 proteins may be excellent targets for therapeutic methods such as targeted antibody 
therapy, immunotherapy, and gene therapy to treat conditions associated with the 
presence or absence of a novel PDE protein of the invention. Additionally, some of the 
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antibodies of the invention may be internalizing antibodies, which internalize (e g enter) 
into the cell upon or after binding. Internalizing antibodies are useful for inhibiting cell 
growth and/or inducing cell death and for detecting or targeting novel PDEs within 
damaged or dying cells. 

5 

The invention includes a monoclonal antibody, the antigen-binding region of which 
competitively inhibits the monospecific binding of any of the monoclonal antibodies of 
the mvention to its target antigen. In one embodiment, this invention discloses a murine 
monoclonal antibody to PDE8A that was produced using a thioredoxin fusion protein of 
10 the PAS domain of PDE8A. Further, the invention provides recombinant proteins 
compnsmg the antigen-binding region of any the monoclonal antibodies of the invention. 

The invention also encompasses antibody fragments that specifically recognize a novel 
PDE protein or a fragment thereof. As used herein, an antibody fragment is defined^ at 
15 least a portion of the variable region of the immunoglobulin molecule that binds to its 
target, ,.e., the antigen-binding^region. Some of the constant region of the 
.mmunoglobulin may be include^, Fragments of the monoclonal antibodies or the 
polyclonal antisera include Fab, F(fe Fv fragments, single-chain antibodies, and fusion 
protems which include, the immunologically significant portion (i.e., a portion that. 
20 recognizes and binds a novel PDE). 

The chimeric antibodies of the invention are immunoglobuiin molecules that comprise at 
least two antibody portions from different species, for example a human and non-human 
port™. Chimeric antibodies are useful, as they are less likely to be antigenic to a human 

25 subject than antibodies with non-human constant regions and variable regions The 
anfgen combining region (variable region) of a chimeric antibody can be derived from a 
non-human source (e.g. murine) and the constant region of the chimeric antibody which 
confers biological effector function to the immunoglobulin, can be derived from a human 
source (Morrison et al., 1985 Proc. Natl. Acad. Sci. U.S.A. 81:6851 ; Takeda et al 1985 

30 Nature 314:452; Cabilly et al., U.S. Pat. No. 4,816,567; Boss et al., U.S. Pat No 
4,816,397). The chimeric antibody may have the antigen binding specificity of the non- 
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human antibody molecule and the effector function conferred by the human antibody 
molecule. 

The invention also provides chimeric proteins having different effector functions 
5 (Neuberger et al, 1984 Nature 312:604), immunoglobulin constant regions from another 
species and constant regions of another immunoglobulin chain (Sharon et al., 1984 
Nature 309:364); Tan et al, 1985 J. Immunol 135:3565-3567). Additional procedures 
for modifying antibody molecules and for producing chimeric antibody molecules using 
homologous recombination to target gene modification have been described (Fell et al, 
10 1989 Proc. Natl Acad. Set USA 86:8507-851 1). 

Humanized antibodies directed against novel PDE proteins are also useful. As used 
herein, a humanized novel PDE antibody is an immunoglobulin molecule which is 
capable of binding to a novel PDE protein. A humanized novel PDE antibody includes 

15 variable regions having substantially the amino acid sequence of a human 
immunoglobulin and the hyper-vari|ble region having substantially the amino acid 
sequence of non-human immunoglpbUfin. Humanized antibodies can be made according 
to several methods known in the ^rt^Teng et al, 1983 Proc. Natl Acad. Sci. U.S.A. 
80:7308-7312; Kozbor et al, myjmmunology Today 4:7279; Olsson et al, 1982 Meth. 

20 Enzymol 92:3-16). 

Novel antibodies of human origin can be also made to the antigen having the appropriate 
biological functions. For example, human monoclonal antibodies may be made by using the 
antigen, e.g. a novel PDE protein or peptide thereof, to sensitize human lymphocytes to the 
25 antigen in vitro followed by EBV-transformation or hybridization of the antigen-sensitized 
lymphocytes with mouse or human lymphocytes, as described by Borrebaeck et al. {Proc. 
Nat'l, Acad. Sci.USA 85:3995-99 (1988)). 

Various methods for the preparation of antibodies are well known in the art. For 
30 example, antibodies may be prepared by immunizing a suitable mammalian host with an 
immunogen such as an isolated novel PDE protein, peptide, fragment, or an 
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immunoconjugated form of a novel PDE8 protein (Harlow 1989, in: Antibodies Cold 
Spnng Harbor Press, NY). In addition, fusion proteins of nove! PDEs may also be used 
as .mmunogens, such as a novel PDE fused to -GST-, -human Ig, or His-tagged fusion 
protems. Cells expressing or over-expressing novel PDE proteins may also be used for 
•mmunizations. Similarly, any cell engineered to express novel PDE proteins may be 
used. This strategy may result in the production of monoclonal antibodies with enhanced 
capact.es for recognizing endogenous novel PDE proteins (Harlow and Lane, 1988, in: 
Antibodies: A Laboratory Manual. Cold Spring Harbor Press). 

The amino acid sequence of novel PDE proteins, and fragments thereof, may be used to 
select specific regions of the novel PDE proteins for generating antibodies. For example 
hydrophobic^ and hydrophilicity analyses of a novel PDE amino acid sequence may be 
used to identify hydrophilic regions in the novel PDE protein structure. Regions of the 
novel PDE protein that show immunogenic structure, as well as other region^ and 
domains, can readily be identified using various other methods known in the art such as 
Chou-Fasman, Garnier-Robson, %e-Doolittle, Eisenberg, Karplus-Schultz or Jameson- 
Wolf analysis (Rost, B., and San%C. ,994 Protein ,9:55-72). Fragments including 
these regions are particularly sui ted" in generating anti-PDE8 antibodies. 

Methods for preparing a protein for use as an immunogen and for preparing 
immunogenic conjugates of a protein with a carrier such as BSA, KLH, or other carrier 
proteins are we,, known in the art. Techniques for conjugating or joining therapeutic 
agents to anybodies are well known (Arnon et a,., "Monoclonal Antibodies For 
Immunotargeting Of Drugs In Cancer Therapy", i„ : Monoclonal Antibodies And Cancer 
Therapy, Reisfeld et a... (eds.), pp. 243-56 (Alan R. Liss, Inc. 1985); Hellstrom et al 
"Anybodies For Drug Delivery", in: Controlled Drug Delivery (2nd Ed.), Robinson et a,' 
(eds.), pp. 623-53 (Marce, Dekker, Inc. 1987); Thorpe, "Antibody Carriers Of Cytotoxic 
Agents In Cancer Therapy: A Review", in: Monoclonal Antibodies '84: Biological And 
Clinical Applications, Pinchera et al. (eds.), pp. 475-506 (1985); and Thorpe et al "The 
Preparation And Cytotoxic Properties Of Antibody-Toxin Conjugates", Immunol, Rev 
62:119-58 (1982); Sodee et al., 1997, Clin. Nuc. Med. 21: 759-766) In some 
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circumstances, direct conjugation using, for example, carbodiimide reagents may be 
used; in other instances linking reagents such as those supplied by Pierce Chemical Co., 
Rockford, IL, may be effective. 

5 Administration of a novel PDE immunogen is conducted generally by injection over a 
suitable time period and with use of a suitable adjuvant, as is generally understood in the 
art. During the immunization schedule, titers of antibodies can be taken to determine 
adequacy of antibody formation. 

10 While the polyclonal antisera produced in this way may be satisfactory for some 
applications, for pharmaceutical compositions, monoclonal antibody preparations are 
preferred. Immortalized cell lines which secrete a desired monoclonal antibody may be 
prepared using the standard method of Kohler and Milstein {Nature 256: 495-497) or 
modifications which effect immortalization of lymphocytes or spleen cells, as is generally 

15 known. The immortalized cell lines secreting the desired antibodies are screened by 
immunoassay in which the antigen?is a novel PDE protein or a fragment thereof. When 
the appropriate immortalized cell culture secreting the desired antibody is identified, the 
cells can be cultured either in vitrfc}pv by production in ascites fluid. The desired 
monoclonal antibodies are then recovered from the culture supernatant or from the ascites 

20 supernatant. 

The antibodies or fragments may also be produced by recombinant means. The antibody 
regions that bind specifically to the desired regions of a novel PDE protein can also be 
produced in the context of chimeric or CDR grafted antibodies of multiple species origin. 

25 

The antibodies of the invention bind specifically to polypeptides having novel PDE 
sequences. In one embodiment, the novel PDE antibodies specifically bind to the PAS 
domain of a novel PDE protein. In another embodiment, the antibodies of the invention 
specifically bind to the C-terminal domain of a novel PDE protein. In other embodiments, 
30 the antibodies of this invention bind to other domains of a novel PDE protein or 
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precursor, for example the antibodies bind to the N-terminal domain of a novel PDE 
protein. 

USES OF THE MOLECULES OF THE INVENTION 

The nucleic acid molecules encoding novel PDE proteins of the invention are useful for a 
variety of purposes, including their use in diagnosis and/or prognostic methods. The 
nucleic acid molecules and proteins of the invention may be used to test the presence 
and/or amount of novel PDE nucleotide sequences and novel PDE protein in. a suitable 
biological sample. The .suitable biological sample can be from an animal or a human. 
The sample can be a cell sample or a tissue sample, including samples from spleen, 
lymph node, thymus, bone marrow, liver, heart, brain, placenta, lung, skeletal muscle, 
kidney and pancreas. The sample can be a biological fluid, including, urine, blood sera, 
blood plasma, phlegm, or lavage fluid. Alternatively, the sample can be a swab fronj the 
nose, ear or throat. 

. v 

Additionally, the novel PDE protei^molecules or fragments thereof are able to elicit the 
generation of antibodies, which can ; serve as molecules for use in various therapeutic 
modalities. A novel PDE protein'may also be used to identify and isolate agents that bind 
to the novel protein (e.g., PDE ligands) and modulate the biological activity of a novel 
PDE protein. 

Uses Of Nucleic Acid Molecules Encoding Novel PDEs 

The nucleic acid molecules of this invention can be used in various hybridization 
methods to identify and/or isolate nucleotide sequences related to the novel PDE 
nucleotide sequence, such as different- polymorphic forms, alternatively spliced variants, 
genomic sequences. Sequences related to a novel PDE nucleotide sequence are useful for 
developing additional ligands and antibodies. The hybridization methods are used to 
identify/isolate DNA and RNA sequences that are identical or similar to the novel PDE 
nucleotide sequences, such as novel PDE homologues, alternatively spliced isoforms, 
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allelic variants, and mutant forms of the novel PDE8 proteins as well as their coding and 
gene sequences. 

Full-length or fragments of the nucleotide sequences that encode the novel PDE proteins, 
5 described herein, can be used as a nucleic acid probes to retrieve nucleic acid molecules 
having sequences related to novel PDE. 

In one embodiment, a. novel PDE nucleic acid probe is used to screen genomic libraries, 
such as libraries constructed in lambda phage or BACs (bacterial artificial chromosomes) 

10 or YACs (yeast artificial chromosomes), to isolate a genomic clone of a novel PDE gene. 
The novel PDE nucleotide sequences from genomic libraries are useful for isolating 
upstream or downstream non-coding sequences, such as promoter, enhancer, and 
transcription termination sequences. The upstream sequences from a novel PDE gene 
may be joined to non-PDE sequences in order to construct a recombinant DNA molecule 

15 that expresses the non-PDE sequence upon introduction into an appropriate host cell. In 
another embodiment, a novel PD£> probe is used to screen cDNA libraries to isolate 
cDNA clones expressed in certainjtjssues or cell types. The novel PDE nucleotide 
sequences from cDNA libraries are v usfcfui- for isolating sequences from various cell types, 
tissue types, or from various mamnralian subjects. . 

20 

Additionally, pairs of oligonucleotide primers can be prepared for use in a polymerase 
chain reaction (PCR) to selectively amplify or clone nucleic acid molecules encoding 
novel PDE proteins, or fragments thereof. PCR methods (U.S. Patent No. 4,965,188) that 
include numerous cycles of denature/anneal/polymerize steps are well known in the art 
25 and can readily be adapted for use in isolating other PDE- encoding nucleic acid 
molecules. 

In addition, the nucleic acid molecules of the invention may also be employed in 
diagnostic embodiments, using novel PDE nucleic acid probes to determine the presence 
30 . and/or the amount of novel PDE sequences present in a biological sample. 
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One embodiment encompasses determining the amount of novel PDE nucleotide 
sequences present within the suitable biological sample such as in specific cell types, 
tissues, body fluids, using a novel PDE probe in a hybridization procedure. Alternatively' 
polynucleotides of this invention may also be used for developing diagnostic methods to 
5 detect genetic defects, where a genetic alteration in novel PDE8 sequence may be 
indicative of a disease. 

Another embodiment encompasses quantifying the amount of novel PDE nucleic acid 
molecules in the biological sample from a test subject, using a novel PDE probe in a 

10 hybridization procedure. The amount of novel PDE nucleic acid molecules in the test 
sample can be compared with the amount of novel PDE nucleic acid molecules in a 
reference sample from a normal subject. The presence of a measurably different amount 
of novel PDE nucleic acid molecules between the test and reference samples may 
correlate with the presence or with the severity of a disease associated with abnormal 

15 levels (high or low) of novel PDE nucleic acid molecules as compared to normal levels 
of the protein. ^ 

In another embodiment, monitoring^; amount of novel PDE RNA transcripts over time 
is effected by quantitatively determining the amount of novel PDE RNA transcripts in 
20 test samples taken at different points in time. A difference in the amounts of novel PDE 
RNA transcripts in the various samples being indicative of the course of the disease 
associated with expression of a novel PDE transcript. 
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As a further embodiment, diseases or disorders associated with novel PDE transcripts or 
proteins are detected by an increase or deficiency in novel PDE gene copy number. 
Methods for detecting gene copy number include chromosome mapping by Fluorescence 
In Situ Hybridization (FISH analysis) (Rowley et al., (1990) Proc Natl Acad Sci USA 87: 
9358-9362, H. Shizuya, Proc Natl Acad Sci USA, 89:8794). Methods for determining an 
increase in novel PDE gene copy number are important because the increase may 
correlate with an increase in the severity of the. disease associated with novel PDE protein 
and poor patient outcome. 
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To conduct such diagnostic methods, a suitable biological sample from a test subject is 
contacted with a labelled novel PDE probe, under conditions effective to allow 
hybridization between the sample nucleic acid molecules and the probe. In a similar 
5 manner, a biological sample from a normal subject is contacted with a novel PDE probe 
and hybridized under, similar conditions. The presence of the nucleic acid molecules 
hybridized to the probe is detected. The relative and/or quantified amount of the 
hybridized molecules may be compared between the test and reference samples. The 
novel PDE probes are preferably labeled with any of the known detectable labels, 
10 including radioactive, enzymatic, fluorescent, or chemiluminescent labels. 

Many suitable variations of hybridization technology are available for use in the detection 
of nucleic acids having novel PDE sequences: These include, for example, Southern and 
Northern procedures. Other hybridization techniques and systems are known Hhat cart-be 

15 used in connection with the detection aspects of the invention, including diagnostic 
assays such as those described in' Falkow et ah, U.S. Pat. No. 4,358,535. Another 
hybridization procedure includes irr$Uu hybridization, where the target nucleic acids are 
located within one or more cells and Wi contacted with the novel PDE probes. As is well 
known in the art, the cells are^repaired for hybridization by fixation, e.g. chemical 

20 fixation, and placed in conditions that permit hybridization of the novel PDE probe with 
nucleic acids located within the fixed cell. , 

The nucleic acid molecules of this invention further provide antisense molecules that 
recognize and hybridize to a novel PDE nucleic acid. Antisense polynucleotides are 
25 particularly useful in regulating the expression of a novel PDE protein in those cells 
expressing a novel PDE mRNA. An antisense molecule corresponding to the N-terminal 
sequence of the gene is particularly desirable for this approach. This invention provides 
these full length and fragment antisense polynucleotides. 
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The polynucleotides of this invention also provide reagents for gene replacement therapy 
to augment immune functions by enhancing the expression of the novel PDEs in 
immunocompromised individuals. 

The polynucleotide of this invention further provide reagents to develop animal models 
using "knock-out" strategies through homologous recombination. Methods for generating 
knock-out animals that fail to express a functional protein molecule are well known in the 
art (Capechi, Science (1989) 244:1288-1292), and will be especially useful for studying 
in vivo functions of PDES. 

Uses Of Novel PDE Protein Molecules 

This present invention provides evidence that certain novel PDEs (e.g., PDE8 and 
PDE7A3) are present in an activated human CD4 + T cell line, and becomes upregujated 
in CD4 + T cells after stimulation with the CD3 and CD28 receptors. The upregulation of 
PDE8A and PDE7A3 reaches its?maximum level at a much later time point, 8-16 hours 
after stimulation. The invention.ft|her shows that RNA, protein, and activity levels of 
PDE8A and PDE7A3 all increase abater time point. A possible advantage of this later 
upregulation of PDE8A and PDE7A3 may be exploited to design specific inhibitors that 
will be able to slow down T cell proliferation but not knock it down completely. 

The invention further indicates that PDE8A may have different conformations with 
different states of activation. For example, in CD4 + T cells and hut78 T cell line PDE8A 
activity is inhibited by ©MX, although recombinant PDE8A is resistant to JBMX 
inhibition. The invention further shows that the recombinant PDE8A can be activated by 
limited trypsin digestion and the digested PDE8A is more susceptible to BMX inhibition 
than the undigested PDE8A suggesting that PDE8A in T cells may be modified in some 
way, for instance by phosphorylation, binding of a ligand, or by association with other 
proteins. 
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This invention postulates an important role for PDE8A and PDE7A3 in T-cell functions 
and offers strategies for'the development of inhibitors and modulators of PDE8A which 
may facilitate diagnosis, prevention, and treatment of a number of T-cell mediated 
disorders. 

5 

The novel PDEs (e.g., PDE8A and PDE7A3) proteins are attractive targets for drug 
development. Drugs directed against these PDEs will likely inhibit an immune system 
disease such as graft versus host disease (GVHD); psoriasis; immune disorders associated 
with graft transplantation rejection; T cell lymphoma; T cell acute lymphoblastic 

10 leukemia; testicular angiocentric T cell lymphoma; benign lymphocytic angitis; and 
autoimmune diseases such as lupus erythrmatosis, Hishimoto's thyroiditis, primary 
myxedema, Grave's disease, pernicious anemia, autoimmune atropic gastritis, Addison's 
disease, insulin dependent diabetes mellitus, good pasture syndrome, myasthenia gravis, 
pemphigus, Crohn's disease, sympathetic opthalmia, autoimmune uvetitis, multiple 

15 sclerosis, autoimmune hemolytic anemia, idiopathic thrombocytopenia, primary biliary 
cirrhosis, chronic action hepatitis,, ulceratis colitis, Sjogren's syndrome, arthritis 
(including rheumatoid arthritis, juvenile rheumatoid arthritis, osteoarthritis, psoriatic 
arthritis), polymositis, scleroderma, or mixed connective tissue disease. 

20 Further, the invention provides cAMP-specific PDEs from T. brucei, including isolated 
PDE proteins TbPDE2A/B/C/E. The invention also provides inhibitors studies 
demonstrating that these proteins are resistant to most inhibitors tested, including broad- 
spectrum inhibitors. It is known that cAMP plays a key role in cell growth and 
differentiation in this parasite and PDEs are responsible for the hydrolysis of this 

25 important messenger. Therefore, these parasite PDEs including TbPDE2A/2B/2C/2E, are 
attractive targets for drug screening assays and to accomplish selective dug design. 

The novel PDE (e.g., PDE8A, PDE7A3, and TbPDE2A/2B/2C/2E) proteins and 
fragments of the invention can be used to elicit the generation of antibodies that 
30 specifically bind an epitope associated with a novel PDE protein, as described herein 
(Kohler and Milstein, sapra). The novel PDE antibodies include fragments, such Fv, 
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Fat', and r» % The antibodies which are immunoreactive with ^ m 
regions of a novel PDE protein are particularly useful. 

In one embodiment, the nove, PDE antibodies are used to screen expression libraries in 
order to obtam proteins related ,o novel PDE proteins (e.g., homotogu.es). 

In another embodiment novel PDE antibodies are used » enrich o, purify novel PDE 
proretna from a sampto having . teerologous rf ^ ^ 

an punfytng me,hods include conventio „ a| ^ _ 

ntetbod, lu genera,, Una immunc-affinity mM hods unclude the following steps: preparing 

Z I I! T ^ ,inki " 8 3 S0 " d ^ * " — PDE *rei„° 
affM,t5 ' ^ ™* ** -» • nove. PDE protein; contacting the 
baked affinny matrix „ ith fc samp]e under fc ^ ^ 

7 ,0 bi " d '° IW =* removing the non . PDE proteins ^ 

drd no, bund to the W affinity matrix, thereby enrichi „ g „ for 

PDE protetns. A fcrther step toy include aiming the novel PDE proteins fr„ m fte 
affintty mafrix. The general s^and conditions for affinity enrichment for a desired 
proton, or protean complex can ba-fiiuad i„ Amlbodles: A ZaW, (Harlow 
and ^ D - 1388 CSHL, Gold Spring, N. Y.). 

PDE protean. The nove, PDE.posi,ive calls are de,eo,ed within various biological 
samples Tbe presence o, nove, PDE proteins on xib (alone „ ,„ 
other call surface markers) may be used „ ^ ^ 

expressmg nove, PDE from other ce„s, using anUbody-basad ca„ sorting on affin Uy 
purfficahon ,ech„i,ues, The noye , pD£ ^ ^ ^ ^ J 

oh can be grown in tissue cutore , ,„ ^ ^ for ^ ^ 
ells may be expanded from a limited biopsy sampia and man «ad for ,he presence of 
dtagnosbc and prognosdc nova, PDE genes, proteins, chrom„a„ mal aberratjonSi gene 
expansion profiles, or other relevap, genobypic and phenotypic characteristics, without 
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the potentially confounding variable of contaminating cells. Similarly, patient-specific 
vaccines and cellular immunotherapeutics may be created from such cell preparations. 
The methods for detecting, sorting, and isolating novel PDE-positive cells use various 
imaging methodologies, such as fluorescence or immunoscintigraphy with Induim-111 
5 (or other isotope). 

There are multiple diagnostic uses of the antibodies of the invention. For example, CD33 
is upregulated in myelodysplastic syndromes (Elghetamy, 1998 supra) and is used as a 
diagnostic marker for leukemia. The invention provides methods for diagnosing in a 

10 subject, e.g., an animal or human subject, a disease associated with the presence or 
deficiency of the novel PDE protein(s). In one embodiment, the method comprises 
quantitatively determining the amount of a novel PDE protein in the sample (e.g., cell or 
biological fluid sample) using any one or combination of the antibodies of the invention. 
Then the amount so determined can be compared with the amount in a sample frorn a 

15 normal subject. The presence of a measurably different amount in the sample (i.e., the 
amount of novel PDE proteins in the test sample exceeds or is reduced from the amount 
of novel PDE proteins in a normal sample) indicates the presence of the disease. 

The anti-PDE antibodies of thd- invention may be particularly useful in diagnostic 
20 imaging methodologies, where the antibodies have a detectable label. The invention 
provides various immunological assays useful for the detection of novel PDE proteins in 
a suitable biological sample. Suitable detectable markers include, but are not limited to, a 
radioisotope, a fluorescent compound, a bioluminescent compound, chemiluminescent 
compound, a chromophore, a metal chelator, biotin, or an enzyme. Such assays generally 
25 comprise one or more labeled novel PDE antibodies that recognize and bind a novel PDE 
protein, and include various immunological assay formats well known in the art, 
including but not limited to various types of precipitation, agglutination, complement 
fixation, radioimmunoassays (RIA), enzyme-linked immunosorbent assays (ELISA), 
enzyme-linked immunofluorescent assays (ELIFA) (H. Liu et al. 1998 Cancer Research 
30 58: 4055-4060), immunohistochemical analyses and the like. 
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In add,„o„, immunological imaging methods ^ detec , ^ ^ 
also provided by me invention, inciting te „„, limited t0 radioscintigraphic 

de.ec.ton tod monitori „ g ^ number and/or |ocat . on of K|js 
3 Proems in the test and reference samples. 

Additionally, ,h. invention provides ^ for ^ ^ fc ^ ^ ■ 

■ r?L™ wi,h novei pdes in * - subjw * — * - — 

novel PDE pro,e,„ in a sample from ,he .es, subject a, various poi„,s in lime . This is 
done for purposes of defining a cbange in ft e amount of novel PDE in the sample 
over .une. Moni.ormg.he cuuuse of disease ,, disorder over time may optimi* ,be 
mmg dosage, and ^ of treatment h oue embodiment, Ure me,hod comprises 

dMermlning in 3 fc " ta *• P-nce of a novel PDE 

prorern and comparing me amount so defined wi,h the amount presail ta . sec0 „ d 

sample from .he same subject tafcen at a different point i„ time, . djfference 7 fc 
amounts determined being indicative of the course of the disease. 

One embodiment of me mventioS^method for diagnosing an immune system disease 

20 ZZ t T ™ S ' sample from an 

a d^ t subjecI havi „ g . ^ ^ ^ ( ^ ^ ^ ^ ^ 

a PDE ;TT e SaraP ' eS,; C °" Ming * ^ ref — -» - 

antt-PDE anhbody „a, „,y f orms . comp|ex w „ h , „ ove| pD£ 

ir r s ; f T in ,he test and were " ce samp,K; «» — Of 

amount of the complex formed in the test and reference samples is indicative of an 
tmmuna system disease. Elevated levels of novel PDE in me bloodstream or lavage fluid 
may be a way of detecting immune system disease. This detention can be done by ELISA 
or stmtlar methods using labeled antibodies that react with novel PDE proteins. 

acvate, the btologtcal acttvity of novel PDE proteins, or to target therapeutic agents, 
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such as anti-inflammatory and anti-protozoal drugs to cells expressing novel PDE 
proteins. For example, cells expressing novel PDEs can be targeted, using antibodies that 
bind with cells expressing novel PDE proteins. The binding of the novel PDE antibody 
with the cells decreases the biological activity of novel PDE proteins, thereby inhibiting 
5 the growth of the novel PDE- expressing cells and decreasing the disease associated with 
abnormal cellular expression of novel PDE proteins. 

Screening For Novel PDE Ligands 

> 

10 Another aspect of the invention relates to screening methods for identifying agents of 
interest and/or cellular constituents that bind to novel PDE proteins (e.g., ligands) and/or 
modulate the biological activity of novel PDE proteins. 

Because certain novel PDEs (e.g., PDE8A and PDE7A3) are expressed in activate^ T 
15 cells, these proteins may be involved in immune cell functions. Thus, agents that bind 
with and modulate the biological activity of these novel PDE proteins may be effective in 
modulating novel PDE functions arf^therefore, may facilitate diagnosis, prevention, and 
treatment of a number of T cell mediated 'disorders. 

20 Further, certain novel PDE (TbPDE2A/2B/2C/2E) proteins are phosphodiesterases from 
T, brucei that work as key components in the regulation of intracellular levels of cAMP 
by catalyzing its hydrolysis, and together with the adenylyl cyclases ultimately control 
the biological responses mediated by this messenger molecule. Regulation of intracellular 
levels of cAMP is crucial in the processes of cell transformation and proliferation The 

25 intracellular levels of cAMP are significantly different depending on the life cycle and 
cell stage of the protozoal parasite, Trypanosome. For example, T. brucei, differentiates 
from long slender bloodstream forms into short stumpy forms that are infectious to the 
insect (Reed S.L. et al., Infec Immun 1985; 49: 844-7). TbPDEs including 
TbPDE2A/2B/2C/2E are attractive targets for screening for agents that bind with and 

30 modulate the biological activity of TbPDE2A/2B/2C/2E proteins may be effective in 
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modulating TbPDE2A/2B,2C/2E fcncdons and fterefotc, may faciIitaK deve|opmen , of 
novel and effective a„ ti -p r „ t<>20al agenls for t „ e 

Typically, the goal of sach screening methods is „ identify a „ ^ fads fc 

5 urge, neve, PDEs (e.g., PDE8A, PDE7A and TbPDE2A/2B/2C/2E) and causes a chan-e 
. .he brological activity of rhe targef peptide, such aa acdvation or inhibition of .he 
urge, po,ypep tid e, thereby decreasing leases aasociattd with abnonara, cellular 

express™ ofnove, PDE proteins. The ageors of interest are iden, ifiea from a popniarion 
of candidate agents. 

10 

In one embodiment, a screening assay comprises the Mowing: contacting a labeled 
novel PDE protein with a tes, agent or cellular extract, „„„„ condition, tha, allow 
—on (e.g„ binding, of ft. „„ vel P DEs protein with ^ ^ „ ^ 
the celhdar extract; and determining if a compiex eo mpr i sing ,„ e agM or corappDent 
assocated waft the nove, PDE protein is formed. The screening methods are suitame for 
use m high throughput screening rnethods. 

The binding of an agent with &Sfbl* protein « be ^ „ sing , shjft „ ^ 
molecuiar weigh, o, a change f bioiogicai activity of ft e unbound PDE protein> „ ^ 
-0 express.on of a reporter gene in a hybrid system (Fields, S. and Song, O ,989 
«-» 340:245-24«. The meftod used to identity whether an age„„ce„u,ar cora'ponem 
bmds ,o a nove, PDE protein will be based primarily on fte natura of fte nove, PDE 
ptotera used. For example, a ge, retardation assay can be used ,o define whefter an 
agem tad, ,o a nove, PDE, or a fragment .hereof. Amatively, im mu „ode.eo.io„ and 

r php 8 ' us " paiem N °- 4 ' 777 ' o,9) ,ectao, °^ s - ^ <°' - *• 

ove, PDE protem. An a,.ema,ive meftod for identifying a gen B ,ha, bind with a novel 
PDE protem employs TLC oveday assays using g,yc„Up id e x tt acts from immune-type 

H'l AMU " ah ' * 1992 A skUled artisnn 1 

readdy empioy numerous art-Known techniques for determining whether a particular 
30 agent binds to a novel PDE protein of the invention. 
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Alternatively or consecutively, the biological activity of a novel PDE protein, as part of 
the complex, can be analyzed as a means for identifying agonists and antagonists of 
PDE activity. For example, a method used to isolate cellular components that bind CD22 
(D. Sgroi, et al., 1993 1 Biol Chem. 268:701 1-7018;. L. D. Powell, et al., 1993 J. Biol 
5 Chem. 268:7019-7027) can be adapted to isolate cell-surface glycoproteins that bind to 
novel PDE proteins by contacting cell extracts with an affinity column having 
immobilized anti-novel PDE antibodies. 

Another embodiment of the assays includes screening agents and cellular constituents 

10 that bind to. novel PDE proteins using a yeast two-hybrid system (Fields, S. and Song, O., 
supra) or using a binding-capture assay (Harlow, supra). Generally, the yeast two-hybrid 
system is performed in a yeast host cell carrying a reporter gene, and is based on the 
modular nature of the GAL transcription factor which has a DNA binding domain and a 
transcriptional activation domain. The two-hybrid system relies on the physipal 

15 interaction between a recombinant protein that comprises the DNA binding domain and 
another recombinant protein that ^comprises the transcriptional activation domain to 
reconstitute the transcriptional activity of the modular transcription factor, thereby 
causing expression of the reported gene. -.Either of the recombinant proteins used in the 
two-hybrid system can be constructed to include the novel PDE- encoding sequence to 

20 screen for binding partners of novel PDEs. The yeast two-hybrid system can be used to 
screen. cDNA expression libraries (G. J. Hannon, et al. 1993 Genes and Dev. 7: 2378- 
2391) , and random aptmer libraries (J. P. Manfredi, et al. 1996 Molec. And Cell Biol 
16: 4700-4709) or semi-random (M. Yang, et al. 1995 Nucleic Acids Res. 23: 1152- 
1 156) aptmer libraries for novel PDE ligands. In one embodiment, using yeast two hybrid 

25 screening assay, this invention discloses three classes of cellular proteins that are 
involved in protein/protein interaction with PDE8A (Example 9). 

Novel PDE proteins which are used in the screening assays described herein include, but 
are not limited to, an isolated novel PDE protein, a fragment of a novel PDE protein, a 
30 cell that has been altered to express a novel PDE protein, or a fraction of a cell that has 
been altered to express a novel PDE protein. 
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The candidate agents to be tested for binding with novel PDE proteins and/or modulate 
the activity of novel PDE proteins can be, as examples, peptides, small molecules, and 
vitamin derivatives, as well as carbohydrates. A skilled artisan can readily recognize that 
there is no limit as to the structural nature of the agents tested for binding to novel PDE 
proteins. One class of agents is peptide agents whose amino acid sequences are chosen 
based on the amino acid sequence of the novel PDE protein. Small peptide agents can 
serve as competitive inhibitors of novel PDE protein. 



Candidate agents that are tested for binding with novel PDE proteins and/or modulating 
the activity of novel PDE proteins can be randomly selected or rationally selected. aI 
used herein, an agent is said to be randomly selected when the agent is chosen randomly 
without considering the specific sequences of the novel PDE protein. Examples of 
randomly selected agents are members of a chemical library, a peptide combinatorial 
15 library, a growth broth of an organism, or plant extract. 

« v 

As used herein, an agent is said.t|be rationally selected when the agent is chosen on a 
nonrandom basis that is based on th*; sequence of the target site and/or its conformation 
in connection with the agent's jition/ Agents can be rationally selected by utilizing the 
peptide sequences that make up the novel PDE protein. For example, a rationally 
selected peptide agent can be a peptide whose amino acid sequence is identical to a 
selected fragment of a novel PDE protein. 



The cellular extracts to be tested for binding with novel PDE proteins and/or modulating 
the activity of novel PDE proteins can be, as examples, aqueous extracts of cells or 
tissues, organic extracts of ceils or tissues or partially purified cellular fractions. A 
skilled artisan can readily recognize that there is no limit as to the source of the cellular 
extracts used in the screening methods of the present invention. 
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USES OF NOVEL PDE PROTEINS AND ANTIBODIES IN IMMUNOTHERAPY 

The invention provides various immunotherapeutics methods for treating novel PDE - 
associated disorders, including antibody therapy, in vivo vaccines, and ex vivo 
5 immunotherapy approaches. In one approach, the invention provides novel PDE 
antibodies which may be used systematically to treat novel PDE- associated disorders. 

Treatment will generally involve the repeated administration of the antibody preparation via 
an acceptable route of administration such as intravenous injection (IV), at an effective dose. 
Dosages will depend upon various factors generally appreciated by those of skill in the art, 
including without limitation the type of disorder and the severity, grade, or stage of the 
disorder, the binding affinity and half life of the mAb or mAbs used, the degree of novel 
PDE protein expression in the subject, the extent of circulating PDE protein, the desired 
steady-state antibody concentration level, frequency of treatment, and the influence*: of " 
chemotherapeutic or immune regulating agents used in combination with the treatment 
method of the invention. Typical dally doses may range from about 0.1 ug/kg to 100 mg/kg. 
Doses in the range of 1-500 mg mA^jper week may be effective and well tolerated, although 
even higher weekly doses may be", appropriate and/or well tolerated. The principal 
' determining factor in defining the^ppropriate dose is the amount of a particular antibody 
necessary to be therapeutically effective in a particular context. Repeated administrations 
may be required. Initial loading doses may be higher. The initial loading dose may be 
administered as an infusion. Periodic maintenance doses may be administered similarly, 
provided the initial dose is well tolerated. 

25 For example, novel PDE antibodies or fragments thereof may be conjugated to a second 
molecule, such as a therapeutic agent (e.g., a cytotoxic agent) resulting in an 
immunoconjugate. The immunoconjugate can be used for targeting the second molecule 
to a novel PDE positive cell, thereby inhibiting the growth' of the novel PDE positive cell 
(Vitetta, E.S. et al., 1993 'Tmmunotoxin Therapy" pp. 2624-2636, in: Cancer: Principles 

30 and Practice of Oncology, 4th ed., ed.: DeVita, Jr., V.T. et al., J.B. Lippincott Co., 
Philadelphia). 
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For example, the therapeutic agents include, but are not limited to, anti-tumor drugs, 
cytotoxins, radioactive agents, cytokines, and a second antibody or an enzyme. Examples 
of cytotoxic agents include, but are not limited to ricin, doxorubicin, daunorubicin, taxol, 
5 ethidium bromide, mitomycin, etoposide, tenoposide, vincristine, vinblastine, colchicine, 
dihydroxy anthracin dione, actinomycin D, diphteria toxin, Pseudomonas exotoxin (PE) 
A, PE40, abrin, and glucocorticoid and other chemotherapeutic agents, as well as 
radioisotopes. Further, the invention provides an embodiment wherein the antibody of 
the invention is linked to an enzyme that converts a prodrug into a cytotoxic drug. 
1 0 Alternatively, the antibody is linked to enzymes, lymphokines, or oncostatin. 

Use of immunologically reactive fragments, such as the Fab, Fab', or FCab^ fragments is 
often preferable, especially in a therapeutic context, as these fragments are generally less 
immunogenic than the whole immunoglobulin. The invention also provides 
15 pharmaceutical compositions having the monoclonal antibodies or anti-idiotypic 
monoclonal antibodies of the invention, in a pharmaceutical^ acceptable carrier. 

The invention further provides vaccines formulated to contain novel PDE protein or 
fragment thereof The use of protein antigen in a vaccine for generating humoral and 
20 cell-mediated immunity is well known in the art and can be readily practiced for 
employing a novel PDE protein or fragments thereof, or a novel PDE- encoding nucleic 
acid molecule and recombinant vectors capable of expressing and appropriately 
presenting the novel PDE immunogen. 



25 



30 



Dosages of novel PDE proteins will depend upon various factors generally appreciated by 
those of skill in the art, including without limitation the type of disorder and the severity, 
grade, or stage of the disorder, the binding affinity and half life of the protein used, the 
desired steady-state protein concentration level, frequency of treatment, and the influence of 
chemotherapeutic and/or- immune regulating agents used in combination with the treatment 
method of the invention. Typical daily doses may range from about 0.1 ug/kg to 1.00 mg/kg. 
Doses in the range of 1-500 mg mAb per week may be effective and well tolerated, although 
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even , higher weekly doses may be appropriate and/or well tolerated. The principal 
determining factor in defining the appropriate dose is the amount of a particular protein 
' necessary to be therapeutically effective in a particular context Repeated administrations 
may be required. 

5 

For example, viral gene delivery systems may be used to deliver a novel PDE- encoding 
nucleic acid molecule. Various viral gene delivery systems which can be used in the 
practice of this aspect of the invention include, but are not limited to, vaccinia, fowlpox, 
canarypox, adenovirus, influenza, poliovirus, adeno-associated virus, lentivirus, and sindbus 

10 virus (Restifo, 1996, Curr. Opin. Immunol. 8: 658-663). Non-viral delivery systems may 
also be employed by using naked DNA encoding a novel PDE protein or fragment thereof 
introduced into the patient (e.g., intramuscularly) to induce an appropriate immune response. 
In one embodiment, the full-length human novel PDE cDNA may be employed. In another 
embodiment, novel PDE nucleic acid molecules encoding specific cytotoxic T lymphocyte 

15 (CTL) epitopes may be employed. CTL epitopes can be determined using specific 
algorithms (e.g., Epimer, Brown University) to identify peptides within a novel PDE 
protein which are capable of optimall^Wnding to specified HLA alleles. 

Various ex vivo strategies may also be "employed. One approach involves the use of 
20 dendritic cells to present novel PDE antigen to a patient's immune system. Dendritic cells 
express MHC class I an.d II, B7 costimulator, and IL-12, and are thus highly specialized 
antigen-presenting cells. Dendritic cells can be used to present novel PDE peptides to T 
cells in the context of MHC class I and II molecules. In one embodiment, autologous 
dendritic cells are pulsed with PDE8 peptides capable of binding to MHC molecules. In 
25 another embodiment, dendritic cells are pulsed with the complete novel PDE protein. Yet 
another embodiment involves engineering the overexpression of a novel PDE gene in 
dendritic cells using various implementing vectors known in the art, such as adenovirus 
(Arthur et al., 1997, Cancer Gene Ther. 4: 17-25), retrovirus (Henderson et al., 1996, 
Cancer Res. 56: 3763-3770), lentivirus, adeno-associated virus, DNA transfection (Ribas 
30 et al., 1997, Cancer Res. 57: 2865-2869), and tumor-derived RNA transfection (Ashley et 
al., 1997, J. Exp. Med. 186: 1177-1182). 
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Anti-idiotypic anti-PDE antibodies can also be used in anti-cancer therapy as a vaccine for 
inducing an immune response to cells expressing a novel PDE protein. Specifically, the 
generation of anti-idiotypic antibodies is well known in the art and can readily be adapted to 
generate anti-idiotypic anti-PDE antibodies that mimic an epitope on a novel PDE protein 
(see, for example, Wagner et al., 1997, Hybridoma 16: 33-40; Foon et al., 1995, J Clin 
Invest 96: 334-342; Herlyn et al., 1996, Cancer Immunol Immunother 43: 65-76). Such an 
anti-idiotypic antibody can be used in anti-idiotypic therapy. 

Genetic immunization methods may be employed to generate prophylactic or therapeutic 
humoral and cellular immune responses directed against a novel PDE. Using the novel 
PDE- encoding DNA molecules described herein, constructs comprising DNA encoding a 
novel PDE protein/imunogen and appropriate regulatory sequences may be injected directly 
into muscle or skin of an individual, such that the cells of the muscle or skin take-up the 
construct and express the encoded novel PDE. The novel PDE8 protein/immunogen may be 
expressed as a cell surface prcfain or be secreted. Expression of a novel PDE 
protein/immunogen results in the. -generation of prophylactic or therapeutic humoral and 
cellular immunity. Various prophylactic and therapeutic genetic immunization techniques 
known in the art may be used^or review, see information and references published at 
internet address www.genweb.com). 

The invention further provides methods for inhibiting cellular activity (e.g., cell 
proliferation, activation, or propagation) of a cell expressing a novel PDE protein on its 
cell surface. This method comprises reacting the immunoconjugates of the invention 
(e.g., a heterogenous or homogenous mixture) with the cell so that the novel PDE or 
antigens on the cell surface forms a complex with the immunoconjugates. The greater 
the number of novel PDE antigens on the cell surface, the greater the number of novel 
PDE- antibody complexes. The greater the number of novel PDE - antibody complexes, 
the greater the cellular activity that is inhibited. A subject with a neoplastic or 
preneoplastic condition can be treated in accordance with this method when the inhibition 
of cellular activity results in cell death. 
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A heterogenous mixture includes novel PDE antibodies that recognize different or the 
same epitope, each antibody being conjugated to the same or different therapeutic agent. 
A homogenous mixture includes antibodies that recognize the same epitope, each 
5 antibody being conjugated to the same therapeutic agent. 

The invention further provides methods for inhibiting the biological activity of novel PDEs 
by blocking novel PDEs from binding its respective ligand. The methods comprises 
contacting an amount of novel PDE with an antibody or immunoconjugate of the invention 
10 under conditions that permit a novel PDE- mmunoconjugate or novel PDE- antibody 
complex thereby blocking the novel PDE from binding its ligand and inhibiting the activity 
of novel PDE. 

NOVEL PDE PROMOTERS AND OTHER EXPRESSION REGULATORY 

; -p 

15 ELEMENTS 

. y 

The invention further provides the exjttession control sequences found 5' of the of the novel 
PDE genes in a form that can be" used, in generating expression vectors and transgenic 
animals. Specifically, the novel PDE expression control elements, such as the PDE8 or 
20 TbPDE2A/2B/2C/2E promoter that lean readily be identified as being 5' from the ATG start 
codon in the PDE8 or TbPDE2A/2B/2C/2E gene, can be used to direct the expression of an 
operably linked protein encoding DNA sequence. A skilled artisan can readily use the novel 
PDE gene promoter and other regulatory elements in expression vectors using methods 
known in the art. 

25 

GENERATION OF TRANSGENIC ANIMALS 

Another aspect of the invention provides transgenic non-human mammals comprising novel 
PDE nucleic acids. For example, in one application, novel PDE-deficient non-human 
30 animals can be generated using standard knock-out procedures to inactivate a novel PDE 
homologue or, if such animals are non-viable, inducible novel PDE homologue antisense 
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molecules can be used to regulate novel PDE homologue activity/expression. Alternatively, 
an animal can be altered so as to contain a novel PDE - encoding nucleic acid molecule or 
an antisense- novel PDE expression unit that directs the expression of novel PDE protein or 
the antisense molecule in a tissue specific fashion. In such uses, a non-human mammal, for 
example a mouse or a rat, is generated in which the expression of the novel PDE homologue 
gene is altered by inactivation or activation and/or replaced by a novel PDE gene. This can 
be accomplished using a variety of art-known procedures such as targeted recombination. 
Once generated, the novel PDE homologue deficient animal, the animal that expresses novej 
PDE (human or homologue) in a tissue specific manner, or an animal that expresses an 
antisense molecule can be used to (1) identify biological and pathological processes 
mediated by the novel PDE protein, (2) identify proteins and other genes that interact with 
the novel PDE proteins, (3) identify agents that can be exogenous^ supplied to overcome a 
novel PDE protein deficiency and (4) serve as an appropriate screen for identifying 
mutations within the novel PDE genes that increase or decrease activity. 



For example, it is possible to generate transgenic mice expressing the human minigene 
encoding PDE8A or PDE7A, or Tbip E 2A/2B/2C/2E in a tissue specific-fashion and test 
the effect of over-expression of tne p^tein in tissues and cells that normally do not contain 
the these novel PDE proteins. This strategy has been successfully used for other genes 
namely bcl-2 (Veis et al. Cell 1993 75:229). Such an approach can readily be applied to a 
novel PDE protein/gene and can be used to address the issue of a potential beneficial or 
detrimental effect of the novel PDE proteins in a specific tissue. 
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COMPOSITIONS 

The invention provides a pharmaceutical composition comprising a novel PDE nucleic 
5 acid molecule of the invention or an expression vector encoding a novel PDE protein or 
encoding a fragment thereof and, optionally, a suitable carrier. The invention additionally 
provides a pharmaceutical composition comprising an antibody or fragment thereof 
which recognizes and binds a novel PDE protein. In one embodiment, the antibody or 
fragment thereof is conjugated or linked to a therapeutic drug or a cytotoxic agent. 

10 

Suitable carriers for pharmaceutical compositions include any material which' when 
combined with the nucleic acid or other molecule of the invention retains the molecule's 
activity and is non-reactive with the subject's immune systems; Examples include, but 
are not limited to, any of the standard pharmaceutical carriers such as a phosphate 

15 buffered saline solution, water, emulsions such as oil/water emulsion, and various types 
of wetting agents. Other carriers ?may also include sterile solutions, tablets including 
coated tablets and capsules. Typically such carriers contain excipients such as starch, 
milk, sugar, certain types of clay, getatin, stearic acid or salts thereof, magnesium or 
calcium stearate, talc, vegetable jats or oils, gums, glycols, or other known excipients. 

20 Such carriers may also include flavor and color additives or other ingredients. 
Compositions comprising such carriers are formulated by well known conventional 
methods. Such compositions may also be formulated within various lipid compositions, 
such as, for example, liposomes as well as in various polymeric compositions, such as 
polymer microspheres. 

25 

The invention also provides a diagnostic composition comprising a novel PDE nucleic 
acid molecule, a probe that specifically hybridizes to a nucleic acid molecule of the 
invention or to any part thereof, or a novel PDE antibody or fragment thereof. The 
nucleic acid molecule, the probe or the antibody or fragment thereof can be labeled with a 
30 detectable marker. Examples of a detectable marker include, but are not limited to, a 
radioisotope, a fluorescent compound, a bioluminescent compound, a chemiluminescent 
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compound, a metal chelator or an enzyme. Further, the invention provides a diagnostic 
composition comprising a novel PDE- specific primer pair capable of amplifying novel 
PDE- encoding sequences using polymerase chain reaction methodologies, such as RT- 
PCR. 



EXAMPLES 



The following examples are presented to illustrate the present invention and to assist one 
of ordinary skill in making and using the same. The methodology and results may vary 
depending on the intended goal of treatment and the procedures employed. The examples 
are not intended in any way to otherwise limit the scope of the invention. 

EXAMPLE 1 

The following example provides the method used for PDE8A sequence determination. 

The complete N-terminus of PD||a was obtained as follows. The truncated human 
PDE8A was previously published ^u, 17 -end) (Fisher, D. A., Smith, J. R, Pillar, J. S., 
StDenis, S. H., and Cheng, J. B:,(1998) Biochem. Biophys. Res. Commun. 246, 570-577). 
Using primers synthesized to the "known sequence, the sequence of PDE8A was extended 
to Gly 58 using 5'RACE (Clontech, Palo Alto, CA) of a preparation of mRNA from 
stimulated CD4+ T cells. 3' RACE confirmed the previously published human PDE8A 3' 
sequence. BLAST (Basic Local Alignment Search Tool) (Altschul, S.F., Gish, W. et al. 
(1990) J. Mol. Biol 215, 403-10) was used to search the human EST database using the 
published human PDE8A sequence as query. An EST clone (AI474074) was purchased 
from Genome Systems (St. Louis, MO) and sequenced. Sequencing was performed using 
an ABI Prism Model 377 sequencer and BigDye terminator cycle sequencing kit (Perkin- 
Elmer, Foster City, CA). Sequencing reactions were purified using centri-sep columns 
(Princeton separations, Adelphia, NJ). Sequences were assembled using the program 
Sequencher 3.0 (Gene Codes, Ann Arbor, MI). The clone contained the complete N- 
terminus which overlapped with both the published sequence and the RACE determined 
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sequence (Figure 1A). This sequence is very similar to the N-terminus of the published 
mouse PDE8A sequence (Soderling, S. H., Bayuga, S. J., and Beavo, J. A. (1998) Proc. 
Natl Acad. Sci. USA 95, 8991-8996), although there is a small area of difference 
indicating the possibility of more splice variants (Figure IB). The 5' end was further 

5 confirmed by immunoblotting of CD4+ T cells with a peptide antibody (PIL9) 
corresponding to the first 15 residues of mouse PDE8A. The PAS/PAC motif of PDE8 
was identified by Hidden Markov Modeling search (Schuler, G.D., Altschul, S.F., 
Lipman, D.J. (1991) Proteins 9:180-190) of the Simple Modular Architecture Research 
Tool (SMART) database" (Ponting, CP., Schultz, S.F. et al. (1999) Nucleic Acids Res. 27, 

10 229-32). Homology of PDE8 N-terminus to other PAS/PAC containing proteins was 
detected by Position-Specific Iterated BLAST (PSI-BLAST) searches of the 
nonredundant GenBank database and by use of the Multiple Alignment Construction and 
Analysis Worldbench (MACAW (Schuler, G.D., Altschul, S.F., Lipman, D.J. (1991) 
Proteins 9:180-190). The nucleotide sequence of PDE8A shown in Figure iA encodes 

15 for a protein of 829 amino acids. This sequence is highly homologous to the mouse 
PDE8A sequence (Soderling, S. et a^(1998)/5/a/ Chem 273, 15553-15558.). However, 
there is a stretch of about 50 residues where the sequence diverges from the mouse 
PDE8A sequence (Figure IB). Thisjmay be a species difference, or may indicate the 
presence of splice variants. Twq;; additional variants of PDE8A were also obtained. The 

20 nucleotide and amino acid sequences of these PDE8A variants are shown in Figures 33 
and 34. The presence of the predicted N-terminal sequence in CD4+ T cells and a human 
T cell line, Hut78, was further confirmed by Western blot analusis with antibody PIL9 
which is specific for the mouse PDE8A (see below). 

25 EXAMPLE 2 

The following Example describes the method for the detecting the presence of PDE8A in 
human CD4 + T cells. , 

30 Peripheral blood mononuclear cells were isolated from one human buffy coat (50 mL) by 
centrifugation through a layer of Ficoll-Paque Plus (2000 rpm, 30 min). Cells from the 
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interface were removed and further purified by negative selection. CD4+ T cells were 
usually isolated using a mixture of monoclonal antibodies (CD8, CD16, CD20, CD25 and 
HLADr) and goat anti-mouse IgG conjugated to magnetic beads according to the 
manufacturers protocol (Dynal, Lake Success, NY). In some cases the CD4+ T cell 
isolation kit was used in combination with the CD69 microbead kit (to remove activated 
cells). The labeled cells were removed by passage through a CS column (Miltenyi 
Biotec, Auburn, CA) placed in a magnetic field. The CD4+ T cells passing through the 
column (at least 98% pure as determined by FACS analysis) were resuspended in 
RPMI/10% FBS/pen/strep/glutamine medium. The cells were stimulated as follows. 
Plates (Corning, Acton, MA) were precoated with goat anti-mouse IgG (10 ug/mL) for 2 
hours at 37°C and then washed with PBS. Cells were added to the plate together with 
CD3 (0.01 ug/mL) and CD28 (0.1 ug/mL) monoclonal antibodies and were harvested at 
various time points. The presence of PDE8A protein and RNA in activated,CD4 + T cells 
was detected by Western blotting and RT-PCR (see example 3). The present invention 
has shown for the first time thatPDESA is present in a pure preparation of activated 
human CD4 + T cells and more importantly that it is not present at detectable levels in the 
non activated cells. This in turn- supports the idea that induction of this PDE is important 
to the activation and function of T celts. 



20 EXAMPLE 3 



The following example provides the method of detection of PDE8A and PDE7A1 by 
Reverse Transcription-PCR analysis. 

RNA was isolated from the cytoplasm of CD4+ cells using the Qiagen RNeasy kit 
(Qiagen, Valencia, CA) and cDNA was synthesized using the .Promega reverse 
transcription system. PCR was performed using 1 uL of undiluted or serially diluted 
cDNA and gene specific primers for 35 cycles (94°C, 1 min., 55°C, 1 min., 72<>C, 2 
min.). The primers used had the following sequences: 



67 



BNSOOCID: < WO 022266 1 A2_l _> 



WO 02/22661 PCT/US01/28503 



7Alpl : GATATTTGTAACCCATGTCGGACG (SEQ ID NO.: 17) and 
7Alp2: GAAAGCTTGGCGGTACTCTACGAT (SEQ ID NO.: 18) 

5 7A3pl : ACGCAGGAATTCTTCCATCAAGGAGAT (SEQ ID NO.: 19) and 
7A3p2: AGCTTCCACATGAGCGAATAATGGATT (SEQ ID NO.: 20) 

8Apl: GTAATGCCTTTCAATTCTGCTGGATTTACA (SEQ ID NO.: 21) and 
SAp2: ACGAGTGTCAGACTGAA-CACATTCGGATAT (SEQ ID NO.: 22) 

10 

It was previously shown that PDE7A is essential for T cell activation and becomes 
upregulated during T cell activation (Li, L., Yee, C, and Beavo, J. A. (1999) Science 
283, 848-851). There is; however, a small amount of basal PDE7A. This amount varies 
. depending on the donor as well as the method of preparation of CD4 + cells. The method 

15 of preparation using the monoclonal antibodies and anti-mouse magnetic beads is 
preferred since the CD4 + T cell isolation kit leads to activation of T cells as measured by 
the presence of PDE7A. PDE7A becomes upregulated early with a distinct difference in 
levels shown as early as 1 hour after Stimulation. The PDE8A becomes upregulated later 
reaching a maximum between &-;and 16 hours. The time course shown in Figure 2A is 

20 very likely quantitative as the right panel with dilutions of cDNA demonstrates that the 
signal is linear under the conditions used in this method. Similar to PDE7A (Li, L., Yee, 
C, and Beavo, J. A. (1999) Science 283, 848-851), both CD3 and CD28 are required for 
PDE8A upregulation (Figure 2B). The effect of inhibitors on upregulation of PDE8A is 
shown in Figure 2C and 2D. PP2 is an inhibitor of Ick kinase (Hanke, J. H., Gardner, J. 

25 P., Dow, R. L., Changelian, P. S., Brissette, W. H., Weringer, E. J., Pollok, B. A., and 
Connelly, P. A. (1996) 1 Biol Chem. 271, 695-701). . Lck kinase activation and 
subsequent tyrosine phosphorylation is an important first step in T cell activation 
(Veillette, A., Bookman, M. A., Horak, E. M., Samelson, L. E., and Bolen, J. B. (1989) 
Nature 338, 257-259). Figure 2C shows that PP2 leads to reduction of PDE7A 

30 upregulation I hour after stimulation. The PDE8A activity is also greatly reduced. Li et 
al. (Li, L., Yee, C, and Beavo, J. A. (1999) Science 283, 848-851) have shown that a 
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PDE7A antisense S-oligo has a large effect on proliferation of T cells and also reduces 
PDE7A RNA levels to some extent. Figure 2D shows that the PDE7A antisense oligo 
also has an effect on PDE8A upregulation by delaying the time course of upregulation. 

The data from these inhibitor studies suggests that upregulation of PDE8A is dependent 
upon earlier upregulation of PDE7A. The data further suggests that inhibiting the 
upregulation of PDE7A, which occurs at an early time point, also has an effect on 
inhibiting the upregulation of PDE8A. 

10 EXAMPLE 4 

The following example provides the method for the characterization of PDE8A, PDE7A1 
and PDE7A3 by Western blot analysis. 

15 CD4+ T cells were stimulated and isolated at various time points. Cells (5 x 10«) were 
harvested by centrifugation and resuspended in 20 uL 20 mM Tris pH7.5. The cells were 
sonicated, SDS sample buffer warded and the samples were boiled. The samples were 
run on SDS-gels (8% acrylamide} $d blotted onto PVDF membrane. Membranes were 
blocked with blocking buffer (HI mM Tris pH7.5, 100 mM NaCI, 0.2% Tween 20, 3% 
non-fat milk). PDE7A and PDE8A monoclonal or polyclonal primary antibodies,' and 
anti-mouse IgM or anti-rabbit IgG HRP conjugated secondary antibodies, were each 
incubated with the blot for 1 hour. The blot was developed using SuperSignal 
Chemiluminescent substrate (Pierce, Rockford, IL) and exposure to X-ray film. 

i Western blot analysis (Figures 3 and 1 1) was performed using a time course of CD4 + T 
cell activation. PDE7A (P5H7) and PDE8A (P4G7A) monoclonal antibodies were 
obtained from hybridoma cell lines developed by injecting mice with a GST fusion 
protein of the C-terminal 100 residues of PDE7A or a thioredoxin fusion of a PAS 
domain of PDE8A .respectively. In addition, a peptide antibody specific for the N- 
terminus of mouse PDE8A (PIL9: MGCAPSIHTSENRTF (SEQ ID NO.:-23) or the C- 
terminus of human PDE8A (PIL13: KGLDEMKLRNLRPPPE (SEQ ID NO.: 24) was 
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used. The. PDE7 A3 peptide polclonal antibody is specific for C-terminus (6976: 
QIGNYTYLDIAG (SEQ ID NO.: 25). The N-terminus contains a FLAG tag and has the 
following sequence: MDYKDDDDKGSYN MEWOGI (SEQ ID NO.: 26). The 
underlined sequence is the start of the PDESA1 which is residue E285 using the 
5 numbering shown in Figure 1A. For PDE7A blots, a biotinylated monoclonal antibody 
for PDE7A (P5H7) and a strepavidin horseradish peroxidase conjugate were used. 

As hown in Figure 6, both of the PDE8A antibodies (P4G7 and PIL13) recognize a band 
of the same size which migrates at approximately 100 kDa, similar to the predicted 
10 molecular weight of 93,235 Da for PDE8A. 

The PDE7A1 band migrates at 55kDa (Figure 11). One of the problems encountered 
when detecting upregulation of PDE7A1 in CD4+ T cells by Western blot is due to the 
fact that cells are stimulated with antibodies to CD3 and CD28 which remain in^cell 
15 extract and are detected by secondary antibody in Western blots. The heavy chain of 
these antibodies migrates at about 55 kDa which is the same size as PDE7A1. Therefore, 
the PDE7A1 Western blot analysisp/as performed with biotin-cinjugated monoclonal 
antibody and strepavidin-horseradish-peroxidase. 

20 A Western blot using the monoclonal antibody P4H7 and a goat anti-mouse-kappa- 
horseradish peroxidase cnojugate shoes both PDE7A1 (upper band, Figure 11, bottom 
panel) and PDE7A3 (lower band, Figure 11, bottom panel). Further, a polyclonal 
antibody to the C-terminal peptide of PDE7A3 (6976) and a goat-anti-rabbit IgG 
horseradishperoxidase conjugate were used for the PDE7A3 blot, and a single band for 

25 PDE7A3 was detected (Figure 1 1 , third panel). 

The Western blot data (Figure 3 and 1 1) further confirms that in CD4 + T cells, the protein 
levels of PDEs 8A, and 7A are also upregulated after CD3 and CD28 stimulation. 

30 
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EXAMPLE 5 

This example shows that PDE8A is involved in T cell proliferation and the T cell 
proliferative activity is reduced if PDE8A can be inhibited by antisense molecules. 

5 

A 96 well plate was precoated with goat anti-mouse IgG (10 ng/mL in PBS). CD4 + cells 
were seeded at 100000 cells/well in 200 \xh medium and stimulated with 0.2 ng/mL CD3 
and 0.2 ng/mL anti CD28 antibodies. The cells were incubated for 2-3 days at 37°C at 
which point l\iC\ 3 H-thymidine/well was added. The cells were grown an additional 16 
10 hours and then harvested with a PHD cell harvester. Ultima Gold scintillation fluid 
(Packard) was added to 'the filter paper disks and 3H-thymidine incorporation into cells 
was measured by scintillation counting. In some cases antisense oligos were added at the 
time of stimulation and their effect on T cell proliferation was examined. 

*. 

15 The PDE7A and PDE8A both inhibited T cell proliferation (Figure 4). Under the 
conditions used, the 7A-AS se%ence (PDE7A specific antisense) inhibited T cell 
proliferation about 50% while; -She PDE8A antisense sequence inhibited T cell 
proliferation about 30%. It has been/prfcyiously shown that antisense inhibitors of PDE7A 
can almost completely inhibit T : £ell proliferation. The paper of Li et al. (Li, L., Yee, C, 

20 and Beavo, J. A. (1999) Science 283, 848-51) showed about 90% inhibition of 
proliferation of CD4+ T cells. Data shown here suggests that a PDE8A inhibitor may 
have less of an effect onT cell proliferation since the upregulation of PDE8A is at a later 
time point and there are other pathways involved in proliferation. A possible advantage of 
PDE8A inhibitor over a PDE7A inhibitor may be that it would be able to slow down T 

25 cell proliferation but not knock it out completely. This could have substantial therapeutic 
advantage, as it may be less likely to compromise the immune system. 
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EXAMPLE 6 

The following example describes that the PDE8A activity that is expressed on a human 
CD4 + T cell line hut78 is distinct from that of recombinantly expressed PDE8A in terms 
5 of sensitivity to inhibitors. 

Since pure CD4 + T cells can only be obtained in limited quantities, a human CD4 + T cell 
line, hut78, (ATCC, Manassas, VA), was used to study the activity of PDE.8A. Hut78 
cells (2 x 10 8 ) were resuspended in 20 mM Tris pH 7.5 buffer containing' protease 

10 inhibitors (Boehringer Mannheim, Indianapolis, IN) and sonicated. The supernatant was 
removed after centrifugation at 15000xg for 10 minutes and applied to a Mono Q column 
attached to a Rainin Dynamax HPLC system (Ameryville, CA). A NaCl gradient (0- 
0.8M) was passed through the column and 250 uL fractions were collected. The fractions 
were assayed for activity using either 1 jxM or 0.01 |LiM cAMP as substrate and&the 

1 5 indicated concentration of inhibitor (Figure 5). Western blot analysis was also performed 
(lOjiL/well) using PDE7A or 8 A aritibodies. 

As shown in Figure 5 A, there are two^main peaks of PDE activity as measured with 1 \xM 
cAMP as substrate. It has been pteviously shown that two peaks contain PDEs 7 and 4 

20 respectively (Bloom, T. J. and Beavo, J. A. (1996) Proc. Natl Acad. Sci. USA 93, 14188- 
14192; Ichimura, M. and Kase, H. (1993) Biock Bioph. Res. Comm. 193, 985-990). 
When the fractions were assayed with 0.01 \xM cAMP, only one peak was seen (Figure 
5B). At this low concentration, there is negligible contribution to. activity by PDE4 and' 
only low Km PDEs are detected. This peak was resistant to rolipram but sensitive to 

25 IBMX. Western blot analysis across the peak showed that it was actually made up of 
PDES A in the front part of the peak and PDE7A in the back part of the peak. (Figure 5C). 
Two or three of the fractions contained only PDE8A and the activity of those fractions 
that contained only PDE8A was also inhibited by IBMX. This was not predicted to be the 
case as the recombinant expressed PDE8A has been shown to be resistant to IBMX 

30 (Fisher, D. A., Smith, J. F., Pillar, J. S., StDenis, S. H., and Cheng, J. B. (1998) Biochem. 
Biophys. Res. Commun. 246, 570-577). 
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These results suggest that the PDE8A as it is expressed in the activated T cells may be in 
a form which is sensitive to IBMX, different from the recombinant form of PDE8A To 
address this question, PDE8A from hut78 cells was immunoprecipitated and the 
immunoprecipitated activity was assayed with 0.01 uM cAMP in the presence of 
different concentration of IBMX (See example 7). This result strongly implies that the 
actuated recombinant PDE8A or that isolated from cells expressing the activated forms 
but not normally expressed recombinant PDE8A is the most appropriate target for drug 
screening. & 

EXAMPLE 7 

The following example describes immunoprecipitation of PDE8A and shows that the 
biochemical activity of PDE8A localizes with the immunoprecipitated protein. 

From the experiments discussed,in Example 6, it seemed likely that PDE8A as it is 
expressed in the activated human fell line may be in a form that is sensitive to IBMX a 
different form from the recombinant form. In an attempt to verify this result, 
immunoprecipitation of PDE8A;was performed. 



Hut78 or CD4+ cells were harvested at various points after stimulation with CD3 and 
CD28 antibodies. Cells were resuspended in IP buffer (20 mM Tris P H7.5, 100 mM 
NaCl, 1 mM benzidine, lug/mL leupeptin, 1 ug/mL pepstatin, 50 mM NaF, 2 mM 
EDTA) and sonicated. The cells were centrifuged at 15000xg for 10 minutes. The 
25 supernatant was precleared for 2 hours with 0.5 ^g mouse IgG and 10 uL protein-G 
agarose (Santa Cruz Biotechnology, Santa Cruz, CA). PDE8A monoclonal antibody was 
preloaded onto 10 uL protein G-agarose and added to the precleared supernatant. The 
immunoprecipitations were agitated overnight at 4°C and the beads washed three times 
with IP buffer containing 1M NaCl followed by one wash with IP buffer. The beads 
30 were assayed for activity with 0.01 uM cAMP in the presence or absence of IBMX 
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The results shown in Figure 6A and 6B demonstrate that PDE8A activity from hut78 
CD4 + T cells is IBMX sensitive and increases after stimulation. Hut78 cells were 
immunoprecipitated with a PDE8A monoclonal antibody, and the precipitated activity 
was assayed in the presence or absence of IBMX (figure 6A). The IC 50 value was 
5 determined to be 13 uM (Figure 6A). Figure 6B shows that immunoprecipitated activity 
of PDE8A from CD4 + T cells increases after activation. This increase in activity could be 
inhibited by IBMX. 

EXAMPLE 8 

10 

The following example shows that trypsin digestion of recombinant PDE8A results in 
increased sensitivity to IBMX. 

To determine mechanism by which PDE8A might show an increased sensitivity to 
15 inhibitors, limited trypsin digestion of sf9 expressed PDE8A was performed. Briefly, 

human PDE8A was expressed in .319 cells (ATCC, Manassas, VA). This PDE8A was 

already N-terminally truncated at position 285. The supernatant (10 s cells/digestion) was 

isolated and digested with the indrcat^famounts of trypsin at the indicated times at 30°C. 

The digestion was stopped with.* 100-fold excess of soybean trypsin inhibitor. The 
20 activity was assayed with 1 uM cAMP. In some cases IBMX was added. The digested 

PDE8A was analyzed by Western blot analysis using a peptide antibody specific to the C- 

terminus (PIL13) or the P4G7 monoclonal antibody. 

The results of this experiment shown in Figures 6, 7 and 13, show that the PDE activity 
25 (Vmax) can be increased up to 3 fold after trypsin digestion. The inset below the graph 
shows Western blotting of samples using either a C-terminal antibody (PEL 13) or the 
PAS domain antibody (P4G7), which recognizes the N-terminus of this construct. The 
PIL13 blot shows that the N-terminus becomes digested with 0.1 ug trypsin and the 
epitope is cleaved from the C-terminus with 1 jig trypsin. It is possible that PDE8A has a 
30 C-terminal inhibitory domain and activity increases after this is cleaved. Figure 7B shows 
that the digested PDE8A had a differing sensitivity to IBMX. At 1 uM IBMX, the 
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activity of undigested PDESA was unehange* white ^ digged PD£8A retainsd 
only 40% of iu activity. While tha undigested PDE8A was tasistattt to BMX in hi bil i on 
fta dypsio digastad PDESA was inhibited by BMX with an IC50 of approximately 200 
PM (Figare ,38). Tha Km of frypsin digested PDE8A was increased about four fo,d 
tan 0.07 pM to 0.29 pM. ,„ order to evaluate IBMX sensitivity of PDE8A i„ T cells 
tmmunop^ptatioo of PDE8A from Hut78 eel! ,i„ e , was performed . As ^ b 
F.gure 13B, PDE8A was inhibited by BMX with an IC5C of 39 pM. The Km of 
■mmunoprecipitated PDE8A was 0.18 pM. Figures 6B and 13C show Uta, 
■nttnunoprecipihted activity of PDE8A from CD4 + T cells increases after activation. 

Fro. the experiments discussed in Espies 6, 7 and 8, i, appears that PDE8A activity 

T ° e " S iS dis '™' from ** »f *= -ombinan. PDE8A protein in its 
-W «0 inhibitors. This invention frrrther shows te eve „ fc 

PDE8A when heated with ttypsin demo„sha,es an i ncre ased sensitive ,„ BMX 
• • Wore, it is possMe ^ PDE8A „ T ^ ^ y ^ ^ ^ ^ 

tnstance by phosphorylation or Binding of . Iig an d to its PAS domain. „ ma y also ' h , 
part of a complex with other pro« S; . These modifications may decrease the affinity f„ r 
CAMP and thereby may make j, more susceptible to BMX inhibition. This raises an 
tntetesdng possibility tha, inhibitors which were previously no. considered to be useful 
for PDE8A may actually be effective in Wvo. A somewhat similar observation has been 
seen previously for PDE4A which had a ,7 fold lower IC50 for rolipram when 
complex* with a Lyn-SHJ domain (McPhee, ... Yarwood, S. ,., Scotland, G., Huston 
E Bert t M. B., Ross, A. H„ Houslay, E. S., and Hous,ay, M.D. ,,999) J. « cj. 
27 , ,1796.1,8,0) and PDE4D which has an 8 fold ,ower ,C50 for toliptam when 
25 activated by PKA phosphorylation at Serine 54. 

EXAMPLE 9 

The following Exampie deseribes a new PDE7A splice variant, PDE7A3 and 
demonstrates tha, PDE7A3 is updated in C D 44 T cells a, alater time point thao 
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The PDE7A3 sequence was obtained by performing RACE of a preparation of mRNA 
from 16 hour stimulated CD4 + T cells. 3' and 5' RACE were performed using the 
SMART RACE cDNA amplification kit (Clontech) and a pair of nested gene specific 
5 primers. RACE PCR products were cloned into a pCRII-TOPO vector (Invitrogen) and 
sequenced as discussed in Example 1. The new sequence information was obtained with 
3' RACE which demonstrated that PDE7A3 is a C-terminal splice variant. Additionally, 
PDE7A1 N-terminal sequence was obtained using 5' RACE and confirmed that, this 
belonged to the PDE7A3 C-terminus by RT-PCR which amplified the whole PDE7A3 
10 sequence. The nucleotide and amino acid sequence of PDE7A3 are shown in Figures 8 A 
and 8B respectively. In addition, another variant of PDE7A3 was obtained and had the 
nucleotide and amino acid sequences as shown in Figure 35. 

A new 3' splice variant of PDE7A was isolated in CD4 + T cells by 3'RACE using kncgvn 

15 7A1 sequence (Bloom, T. J. & Beavo, J. A. (1996) Proc Natl Acad Sci U S A 93, 14188- 
14192). The new variant is designated PDE7 A3. The nucleotide sequence of PDE7A3 
shown in Figure 8A encodes a protemjof amino acids. The predicted amino acid sequence 
pf PDE7A3 is shown in Figure v SS^The Figure 9A shows a C-terminal alignment 
between PDE7A1 and PDE7A3.J The sequence of PDE7A3 diverges at position G415 

20 (PDE7A1 numbering) leading to a truncation immediately after the catalytic domain. We 
have determined that PDE7A3 has the same N-terminus as PDE7A1 by amplifying the 
entire sequence by RT-PCR. Figure 9B shows the relationship of PDE7 A3 to the other 
PDE7A splice variants. Figure 9C is a Northern blot using a 7A3 probe. This probe is 
able to react with all splice variants of PDE7A because of the small amount of sequence 

25 difference between them. These results are similar to the results of Li et. al. 
{Pathobiolo®> (1995) 63, 175-87) who. used a PDE7A1 probe. PDE7A1 mRNA is the 
most abundant PDE7A variant in the tissues tested and has a transcript size of 4.2 kb. 
PDE7A2 is highly expressed in skeletal muscle and heart with a transcript size of 3.8 kb. 
The PDE7A3 transcript is smaller at about 3.0 kb and is expressed in heart and skeletal 

30 muscle. Faint bands are also seen in spleen, thymus, testis and peripheral blood 
leukocytes. Further, PDE7A3 is present in testis, skeletal muscle, CD4 + T cells, CD8 + T 
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cells, B cells and the cell lines, Hut78 and Jurkat, as confirmed by sequencing RT-PCR 
products. The fact that only a faint band is seen in the peripheral blood leukocyte 
fraction on the Northern blot is probably due to the fact that PDE7A3 is upregulated at a 
late time point after cell stimulation. 

PDE7A3 RNA (Figure 10) and protein (Figure 11) are both upregulated in CD4 + T cells 
after stimulation. The band reacting with the PDE7A3 specific polyclonal antibody 
(Figure 11) becomes upregulated at a late time point and migrates at approximately 50 
kDa. This is close to the predicted molecular weight of 48.8 kDa. Western blot analysis 
was also performed with the PDE7A monoclonal antibody followed by an anti-kappa 
light chain secondary antibody. The bands were very faint due to the lower level of 
amplification of the antibody signal, but the 7A blot (lower panel of Figure 11) showed 
that two bands were upregulated. The top band migrates at the position of PDE7A1, 
55kDa, while the bottom band migrates at the position of PDE7A3, 50 kDa. •< 

PDE7A3 eluted in a part of the monoQ HPLC profile that had very low activity (Figure 
12C). A band at about 50kDa -wjdetected with both the PDE7A monoclonal antibody 
and with the 7A3 peptide antibod^urther, PEDE7A3 expressed in sf9 cells has very 
low level of activity compared tb:PDE7A 1 . 

The gene for human PDE7A is found on chromosome 8 and the PDE7A3 C-terminus and 
3' untranslated regions mapped to sequence AC055822. 

EXAMPLE 10 

The following example descibes the yeast two hybrid screening assay for detecting 
PDE8A protein/protein interaction in vivo. 

The yeast two hybrid screening assay (S. Fields and O.K. Song, Nature 340:245-246, 
(1989), a genetic assay for the detection of protein/ protein interactions in vivo, was used 
to detect and identify molecules involved. in protein/protein interaction with PDE8A. 
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This assay is based on the observation that transcriptional activators contain two distinct 
domains, a DNA binding domain, which binds DNA promoter elements and an activator 
domain that recruits the transcriptional machinary necessary to stimulate transcription. 
Each domain may be seperated and fused with heterologous proteins. If the heterologous 
5 proteins interact with each other, then this interaction will bring together the DNA 
binding domain and activation domain such that transcription is initiated. By assaying 
for the transcription for two reporter genes in yeast (LacZ which imparts a blue color to 
positive yeast in the presence of X-gal, and His3, which allows positive yeast to grow on 
plates lacking histidine) libraries of proteins fused to the activation domain can be 
10 screened with a bait protein fused to the DNA binding protein. Library clones containing 
interacting proteins are identified from yeast that are positive for both selectable markers. 

As the PAS/PAC domain has been described as a protein/ protein interaction domain (N. 
Gekakis, .L. Saez Science 270(5237): 811-5 (1995)), the N-terminus of murine PQJE8, 

15 containing the PAS/PAC domain was subcloned into the LexA DNA binding domain 
vector pBTMl 15 (referred to as PDE8/LexA). The yeast strain L40 was co-transformed 
with PDE8/LexA and a cDNA library from testis (Clontech, Palo Alto, CA) using the 
lithium acetate method according to tile instructions of the manufacturer (Clontech, Palo 
Alto, CA). Yeast were selected for growth in the absence of histidine and assayed for the 

20 LacZ activation by filter lifts using "Z-buffer" according to the Clontech yeast two- 
hybrid assay protocol. From the initial screen, 414 positive yeast colonies were picked. 
These clones were then put through a high stringency screen by streaking each colony 
onto plates lacking histidine and containing the competitive HIS3 inhibitor 3-AT. At this 
concentration of 3-AT only strongly interacting proteins retain the ability to grow in the 

25 absence of histidine. This high stringency screen identified 78 "high affinity" interacting 
proteins. These 78 clones were sequenced and found to contain several PDE8 interacting 
proteins, two of which were repesented multiple times by independent cDNA clones. 

As shown in Table 1, a total of 45 cDNA clones identified in the PDE8 two-hybrid screen 
30 were identified as the LC8 or PIN protein. LC8/PIN (dynein 8kDa light chain) is a 
component of the dynein motor complex which is activated by PKA (R.I. Stephens, G. 
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Pnor, J Cell Sci 103, (1992)) and also binds stoichiometric^ to and inhibits the 
fonct.on of nitric oxide synthase (S.E. Benashski, et al, J Biol Chem 272 (1997) P 
Crep.eux, et ,1., Mol Cell Biol 17, (1997)) (Figure 14). Thus LC8/PIN may function to 
localize and or modulate the function of PDE8. 

A second abundant cDNA type (identified in 8 cDNA clones) corresponds to a novel 
protem .dentified as a partial cDNA in Genbank as "KIAA0898" (Table 1). KIAA0898 
•s a multidomain protein, containing a RING domain, a B-box domain and a 
merpin/rRAF homology domain (MATH domain). RING and B-box domains often 
occur-together, are thought to serve protein/ protein interactions and the cordinated 
bmdmg of zinc, and may be involved in regulating protein degradation via the 
ub iqU1 tination pathway (KL. Borden, Biochem Cell Biol 1998;76(2-3)-351-8- PS 
Freemont, Curr Biol 2000 Jan 27;10(2):R84-7) (Figure 8). The MATH domain has an 
unknown function, however it is conserved between the metalloprotease Merpin and the 
Tumor Necrosis Factor Receptor Associated Factor (TRAF) (A.G. Uren ' DL faux 
Trends Biochem Sci 1996 JuI;21(7):244-5) suggesting it may play a role in regulating cell' 
survival or death. ' .j. 



v Table 1 
Yeast "Two Hybrid Screen 



Protein Family 



LC8/PIN 



LC8/PIN (Noveh 
KIAA0898 



# of clones 



30 



15 



20 EXAMPLE 11 



25 



The following Example describes the cloning, sequence, expression and characterization 
of a cAMP specific PDE (TbPDE2B) from Trypanosoma brucei. 
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MATERIALS AND METHODS 

Database Searching. The amino acid sequences of mammalian PDEs (PDEsl to 10) 
were used as queries to search the EST database. The program used was the Basic Local 
5 Alignment Search Tool (BLAST) (Altschul S.F. et al., J. Mol Biol 1990; 215: 403-10.), 
accessed from the database search and analysis "Search Launcher" Smith R.F. et 
al.,.Genome Res. 1996; 6: 454-62). 

Other Databases or Programs. The GAF and catalytic domain boundaries were 
10 identified both by Hidden Markov Modeling searches of the Simple Modular 
Architecture Research Tool (SMART) database, and PFAM: Multiple alignments and 
profile HMMs of protein domains Release 5.1 (Washington University, St. Louis). 
Alignment of GAF domains were constructed by using CLUSTAL W 1.8 and refined by 
visual alignment of known signature sequences. Pairwise sequence alignments w;ere 
15 made using the SIM-Local Similarity Program accessed from the BCM search launcher. 
For K m calculations enzyme activity data were analyzed with the GraphPad PRISM 
program (GraphPad Software, San Pfego, CA) using the one site nonlinear regression fit. 

Primers. Primers were designed ! ;using the program AMPLIFY[21] and were purchased 
20 from Operon Technologies (Alameda, CA). Their sequences and designations are as 
follows: 



AA06.1S 
AA06.2s 

25 AA06.1as 
AA06.2AS 
W8 .Is 
W8 . las 
W8 .2as 

30 ■ AA.cS 
GAF. Is 



(GGAGCTGTTCCAAACCTTCTCTATGTTTG) , (SEQ ID NO.: 27) 
( CTGGCGCCTCACTACGT AACTGTCGT ATC ) , (SEQ ID NO.: 28) 
( GTTGTTTGTCAACTCACGGTTGAAGCG ) , (SEQ ID NO.: 29) 
(CCTGGTACGCGTCCTGAATATTCTCACC) , (SEQ ID NO.: 30) 
( GAAGTT AAGAAGCACCGT AATGTCCC ) , (SEQ ID NO.: 31) 
(GATTCCGGATCAGAGAGGATCTCAAC) , (SEQ ID NO.: 32) 
( GC AAGGTTGC AGTGATGCACCTC AAG ) , (SEQ ID NO.: 33) 
(GTAAGATTTGTACATACTTCCGTGAAGGC) , (SEQ ID NO.: 34) 
(GCTGGGAAAGACAGAGACAGATGACAC) , (SEQ ID NO.: 35) 

80 



5DOCID: <WO 022266 1A2J_> 



WO 02/22661 



PCT/US01/28503 



API 
AP2 



( GTAATACGACTCACTATAGGGC ) , (SEQ IDNO.: 36) 
(ACTATAGGGCACGCGTGGT) . (SEQ ID NO.: 37) 



5 ^ST" 1 SCqUenCe ASSemb,y; AH — «*°— into the 

Zn r 1 (InVitr08en> ^ - — * - *■ SNA 2 
0 v en). Se.uenc.ng was done b y usmg Applied Biosystems ^ 

lIZT \ Separations> Ade,phia > nj) - s « - 

i ^ assented by usmg the p rogram SEQUENCHER 3 .0 (Gene Codes, Ann Harbor, MI, 

ZTt A rT ati0n ' ^ Gen ° miC P ° ,ymeraSe PCR ■* - purchased 
Istar 1, genormc DNA, 0.2 uM W8,s primer, 0, pM AA06,as primer 2 5 pi of 10X 

genome polymerase mix, in a final vo,ume of 25 p,, with the followi g 
on a GeneMate Genius PCR machine (ISC BioExpress, Kaysville UT) 9^ f 
5 cycles of 94 °C for 5 sec 72 Y# , • c • 94 C for 30 sec > 

^ «~ ror 5 sec, 72 Ofoj 3 mm; 5 cycles of 94 °C for 5 sec 7n V fn , • 

30 cycles of 94 °C for 5 sec 6<PrV% • ^ 1 70 C for 3 mm ' 

C tor 5 sec, 68 C-for 3 min. To obtain the missing 5' and 3' ends of the 
open readmg frame the Universal Genome Walker Kit (ClontecM \ 

20 fweGenome Walker genomic "hW with the 1^7 * 

v u rr o , of restriction en2ymes: Dra I EcoR 

V v U H, Sca , and stu j £ach batch Qf d . ^ ^ J separately 

to the Genome Walker Adaptor according to the user manual PCR 

-oiiows: , pi of each DNA libra. 0.2 p M W," ~~ ^ 

- ~d N ^ 

witht f , 86 P °' ymeraSe ^ (50X) ' i0 3 final — of 50 pi 

w,th the followmg cycling protocol: 94 °C for 1 min, 7 cycles of 94 °C for 25 sec 72 °C 

for 3 mm; 32 cycles of 94 °C for 25 sec, 67 °C for 3 min; ] cycle of 67 °C for ml A 
second PCR amplification was carried out using the first PCR A „ 
as f^mni,^ ^ u CR P fodu cts diluted 50 times 

as template, and the primers W8.2as or AA06?, *nH tu ado • 

30 cyclingprotocol. ^ ^ ^ With * e sa ™ 
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Generation of the complete open reading frame To obtain the ORF sequence of the T. 
brucei PDE, the same protocol was used as for the sequence amplification described 
above but with the primer AAc5 and GAF Is. This reaction was repeated three times and 
each PCR product subcloned and sequenced separately to avoid PGR artifacts. 

5 

Expression of T. brucei PDE. The ORF sequence for T. brucei PDE was subcloned into 
the pcDNA 3.1-TOPO vector (Invitrogen) according to the manual (Eukaryotic TOPO 
TA Cloning, version C) and plasmid DNA purified as described above. Human 
embryonic kidney 293 (HEK 293) cells were transfected with 12 ng of DNA in 60 nl of 

10 GenePORTER Transfection Reagent (Gene Therapy Systems, San Diego, CA) in 100- 
mm dishes and kept at 37 °C in 5% C0 2 for 24 h. After this period fresh medium was 
added, and incubated under the same conditions for an additional 24 h. The same amount 
of pcDNA vector containing the sequence for the Green Fluorescent Protein (GFP) was 
transfected under identical conditions as a positive control for expression and vas a 

15 negative control for PDE activity. Two plates were harvested at a time and homogenized 
with 1 ml of homogenization buffer containing 40 mM Tris-HCl, pH 7.5; 15 mM 
benzamidine; 15 mM 2-mercaptqetftanol; 1 ng/rnl pepstatin A; 1 |ig/ml leupeptin and 5 
mM EDTA. The cell suspension Was, immediately subjected to sonication (3 x 5 s) on 
ice. One volume of glycerol ^nd T mg/ml of bovine, serum albumin were added 

20 immediately to the homogenate. A pool from 10 plates was stored at -70 °C in aliquots 
and did not lose appreciable activity over 1.5 months. 

Sacchromyces cerevisiae methods. The yeast strain JBS21.51 (mat a; ade2-loc; canl- 
100; his3-l 1,15; leu2-3,112; trpl-1; ura3-l; pdel::HIS3; pde2::Kan r ) was generated from 

25 Cryl (mat a; ade2-loc; canl-100; his3-l 1,15; leu2-3,l 12; trpl-1; ura3-l), a generous gift 
of Trisha Davis (University of Washington, Department of Biochemistry), using standard 
techniques of PCR-based gene replacement. The plasmid JBS52.19, containing the 
TbPDE2B entire open reading frame on a BstXI fragment was cloned into the Smal site of 
p424 (2|im origin, GPD promoter, TRP1 selection) (Beavo, J. A. and D.H. Reifsnyder, 

30 Trends Pharmacol Sci, 1990. 11(4): p. 150-5). Sequencing of the splice junctions 
confirmed the plasmid construction. Strains JBS67.1 and JBS75 contain p424 in 
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JBS21.5] or Cryl, respectively. Strain JBS67.2 is JBS21.5J containing JBS57 19 AU 

Rations were carried ou, with the lithium acetate method of ^./^ 

R.D., et aL, Mol Cell Biochem, 1997 17? H-2V fa 70, • • , 

. w/. i/_ U i). 67-79). Strains with TRP1 plasmids 

were maintained on selective media. 

5 

Heat shock was performed by repiioa piating Klls t0 , 
days of growth a, 30 X. Pia.es were trained a, 55 X for ,0 mi „ ,„ 2 h and aiiowed to 
eoo, to room temperature. After two days 30 X piates wore scored for growft, Soiuble 

.0 ,T° 7m T"" fr ° m a0C ° rdinS *° ™ M ° f «~ - Ocelli 
10 (Attenza, J.M. and J. Colicelli, Methods, 1 998. 14(1): 35-42). 

771°TT " ay ' PDE ac,ivite were at diffe - i- of 
i5 1 71 T Sci USA 1982;79: 278M2> - The -*» p-i— 

buffer containing 40 mM Mops (pH 7.5), 0.8 * EGTA, ,5 * Mg aootate 0 7 

mg/ml BSA in a final reaction/volume of '50 til r n „„ , , 

,!„ ..„ .'* Concentrations from 0.03-300 pM 

L riJcAMP were used to determW tu* v i 

to caterer the K m value ,„ HEK293 cell lysates and 
concentrations from 0.002- lOuMf'HlijAMP w»n. ,,„j <■ «- i 

„„ , UJ , "1HJPAMP were used for ^determination in yeast cell - 

exfraet, Hydrolysis of subs.^ did no, exceed 20% under diese conditions and PDE 
■0 acvny was proportion,, to tnne and enzyme concent. Kor inhibition ^ 

™ 77 ': T PKMCe ° f r0 ' iPrM <BiM "°'' Meeting, PA), Ro' 

20-1724 (Hoffman-La Roche, Nntiey, NT), zap™* (May * Baker, Dagonham UK) 

Sandw.C, UK), oGMP, papaverine, 3-,s„bo W -,.memy,xan m i„e (1BMX), EHNA 

PO"^.^ e,azo te e or dip 
obtained from Sigma (St Louis, MO) using 1 pM [ 3 H]cAMP as substrate. 



RESULTS 



30 Cloning and Sequencing. Searches of the EST databases using seouences from the fa 
10 previously clone, mamntalian PDEs resulted in two probable fc^ 
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rhodesiense EST PDE sequences. The first one (clone ID AA063739) corresponded 
most closely to the non-catalytic domain of PDE 1 OA, PDE2, PDE5 and PDE6. The 
second (clone ID W84103) was homologous to the catalytic domain of all Class I PDEs, 
including the. conserved YHN PDE catalytic domain motif (Beavo J.A. et ah, Trends 
5 Pharm Sci 1990; 11: 150-5). Oligonucleotide primers were synthesized based on the 
sequence of these two EST clones and combined to amplify by PCR the gene sequence 
yielding a clone 4.7 kb in length (clone WA3). This clone contained the EST sequence 
W84103 on the 5* end and AA063739 on the 3' end, indicating the possibility of two 
PDE genes in tandem. To extend the 5 5 and 3' ends of each gene five "genomic 
10 libraries" were prepared using a Gene Walker kit and screened with the adapter primer 
API together with the WS.Ias primer (clone GW1) for the 5' end and the primer 
AA06.1s (clone GW2) for the 3' end (Figure 15). The sequence alignment of all these 
clones yielded a sequence with two identical ORFs in tandem separated by a pyrimidine 
rich intergenomic region of 1390 base pairs (Figure 15). " 0 . 

15 

■ , y 

To confirm the result of primers AAOfrls and W8.Ias were used for a new PCR reaction that 
yielded a single band of 1.2 kb (dtone : ;AW4). This product contained the sequence of the 
clones AA063739 and W84103 as flanking regions and a sequence of 500 base pairs in the 
middle corresponding to the 5' and $ ' ends of the gene missing in the first amplification (Fig. 
20 15). 

The complete gene (2793 base pairs) was amplified as described in Materials and 
Methods, and the ORF sequence predicts a 930 amino-acid protein with a molecular mass 
of 103,253 Da (Figure 16). A consensus PDE catalytic domain is located between amino 

25 acids 668 and 908. The homology of this domain to other PDE catalytic domains suggests 
that TbPDE2B is a novel member of the recently described TbPDE2 family of class I 
PDEs (Figure 17) (Soderling, S.H. and J.A. Beavo, Curr Opin Cell Biol, 2000. 12(2): 174- 
9; Zoraghi, R., et al., J Biol Chem, 2001. 276(15): p. 1 1559-66). Two conserved GAF (for 
cGMP binding and stimulated PDEs, Anabaena adenylyl cyclases and Escherichia coli 

30 FhlA) domains in tandem are also predicted between amino acids 234-379 and 407-552 
similar to those found in PDE2, PDE5, PDE6, PDE10 and PDE1 1 (Figures 16 and 17). 
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Expression and characterization of recombinant T. brucei PDE activity. To confirm that 
the isolated gene encodes an active PDE, a plasmid containing the complete ORF was 
expressed in HEK 293 cells.. The cAMP hydro.yzing activity at 1 m substrate 
concentration of the transfected cells, harvested at 48 h after transfection, showed on average 
a 10 fold increase (depending on the batch) above cells transfected with the same plasmid 
containing GFP coding sequence or non-transfected cells. However, no increase in cGMP 
hydrolysis was observed (data not shown), indicating that this sequence encodes for a cAMP 
specific PDE. A more detailed kinetic characterization of the enzyme showed a K m of 2.4 
m (± 0.6), as the average of three separate experiments. The catalysis of cAMP was not 
stimulated or inhibited by cGMP, at concentrations up to 200 uM. 

Inhibitor specificity of recombinant T. brucei PDE activity. The inhibitory profile of the 
enzyme (Table 2) shows an extremely low sensitivity to the non-specific PDE inhibitors 
papaverine, pentoxifylline and BMX. No inhibition was observed in presence of specific 
mh.bitors of the mammalian cAMP specific PDE (PDE4) rolipram and R0 20-1724 for the 
recombinant enzyme; however the|ndogenous PDE activity from the HEK 293 cells was 
completely abolished with the lowest|>ncentration of these compounds used in the assay (10 
uM). No IC 50 could be obtained^ at very high concentrations for specific inhibitors of 
the PDE 2, 3, 5 and 6 families (EHNA, enoximone, zaprinast and sildenafil). Only 
dipyridamole at a concentration of 27 uM was able to inhibit 50% of the total activity in the 
assay and this value is from 6-71 times higher than those obtained for PDES, PDE6, PDES 
and PDE 10 at similar substrate concentrations. Etazolate had a weak inhibitory effect with 
anIC so ofl27uM. 

Complementation of Sacchromyces cerevisiae PDE deficiency. To test whether this 
PDE retains activity in vivo, TbPDE2B was expressed in a PDE-deficient yeast strain 
(JBS21.51, Figure 18) and rescues this strain from heat shock sensitivity. Yeast cells 
lacking endogenous PDEs are sensitive to heat shock; they cannot survive incubation at 55 
°C (Pillai, R, et al., Proc Natl Acad Sci U S A, 1993. 90(24): p. 1 1970-4). Several Class I 
PDEs have been shown to complement this defect to varying degrees (Zoraghi, R., et al, J 
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Biol Chem, 2001. 276(15): p. 11559-66; Michaeli, T., et al 9 J Biol Chem, 1993. 268(17): 
p. 12925-32). TbPDE2B expressing yeast are tolerant of a strong (60 min at 55 °C) heat 
shock, suggesting that the enzyme is highly active in yeast. 

5 DISCUSSION 

Through an initial bioinformatic approach, a T. brucei gene encoding a cyclic AMP 
specific phosphodiesterase, was isolated. Sequence comparisons indicate that the T. 
brucei PDE2B is highly homologous to TbPDE2A and similar to other eukaryotic Class I 

10 PDEs but has no extended homology to Class II PDEs. This conclusion is based on the 30- 
35% sequence identity of a deduced catalytic domain of 241 amino acids with those of the 
11 mammalian PDEs (Nikawa, J., et al., Mol Cell Biol, 1987. 7(10): p. 3629-36), the 
Dyctiostelim discoideum, RegA (Gietz, R.D., et al, Mol Cell Biochem, 1997. 172(1-2): p. 
67-79), and a probable PDE from Caenorhabditis elegans (GeneBank accession # 

15 Q22000). This is essentially the same as the homology shown among families of 
mammalian Class I PDEs. A graphical representation of the amino acid identity scores for 
TbPDE2B with the human, C elegans and Dictyostelium PDEs is shown in Figure 18. 
TbPDE2B contains the conserved Pt)E catalytic domain initiating YHN motif, as well as 
the putative metal binding motif HpX 2 HX4N (Dousa, T.P., Kidney Int, 1999. 55(1): p. 29- 

20 62) between amino acids 709-718 (Figure 16). Since this gene product rescues a S. 
cerevisiae PDE deficiency, measurably catalyzes the hydrolysis of cAMP, is homologous 
to known PDEs and contains these PDE motifs, it is apparent that this gene encodes an 
active PDE. 

25 TbPDE2B and TbPDE2A appear to be recently diverged genes. The GAF and catalytic 
domains of the two genes , match with >89% identity at the amino acid and DNA levels, 
but the genes are organized differently. TbPDE2A is a single gene flanked by two 
unrelated genes while TbPDE2B is arranged as two consecutive identical open reading 
frames (Zoraghi, R., et al, J Biol Chem, 2001. 276(15): p. 11559-66). TbPDE2B also 

30 encodes a second GAF domain, one which is more likely to bind cGMP (see below). It is 
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Plausible that TbPDE2A is a recent duplication of TbPDE2B, and that TbPDE2B 
duplicated even more recently to form a head-to-tail concatemer. 

TbPDE2B contains two GAP domains at the N terminus of the protein. These sequences 
are similar to those found in the GAP domains of mammalian PDE2, PDE5 PDE6 
PDE10 and PDE1 1 (Soderling, S.H. and J.A. Beavo, Curr Opin Cell Bio!, 2000. i 2 (2> p' 
174-9). These motifs were first identified as cGMP binding domains in the PDE2s and the 
photoreceptor PDE6s, but the subsequent identification of a similar motif in Anabaena 
adenylate cyclases and Escherichia coli FhlA, organisms which do not make cGMP 
required a more general name for these motifs (Reviewed in Aravind, L. and C P Pouting' 
Trends Biochem Sci, 1997. 22(12): p. 458-9). Homologous domains are also present in a' 
number of other signaling molecules that include transcription regulators and sensory 
h.st.d.ne kinases in bacteria, ethylene-responsive factors and phytochromes in plants and 
mtrogen fixation proteins in Azotobacter (Schultz, J., et al, Proc Natl Acad Sci U S A 
1998. 95(11): p. 5857-64). Because of the probable different ligand specificities^ this' 
domain ,n the many different enzymes containing GAP domains, there is no consensus 
funcnon for these domains. Howler, in most of the other PDEs cGMP binding to the 
GAP domains acts as a regulation of the enzyme. For example the 

Phosphorylation state of PDES. (Thomas, M.K. et al., J Biol Chem, 1990. 265(25)- p 
14971-8; Wyatt, T.A., et al, Am J Physiol, 1998. 274(2 Pt 2): p. H448-55.) and the 
interaction between small molecules such as formic acid as in the case of E coli FhlA 
transcription factor (Aravind, L. and CP. Pouting, The GAF domain: an evolutionary link 
benveen diverse phototransducing proteins. Trends Biochem Sci, 1997. 22(12): p. 458-9). 

The entire catalytic domain of TbPDE2A and TbPDE2B are very highly conserved 
consistent with the similar K m found , for the two isozymes (2.4 ± 0 6 and 2 3 ± 06 
respectively) and the fact that each is specific for cAMP hydrolysis. Additionally both' 
.sozymes are relatively insensitive to mammalian PDE inhibitors (selective or non-selective) 
a finding in keeping with the other described PDEs from the Trypanosomatidae family 
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Non-selective PDE inhibitors slightly affected PDE activities present in Z cruzi[\6], T. 
gambiense (Walter, R.D., Hoppe Seylers Z Physiol Chem, 1974. 355(11): p. 1443-50), 
Leishmanial donovani (Walter, R.D., et al., Tropenmed Parasitol, 1978. 29(4): p. 439-42), 
L. mexicana (Rascon, A., et al, Mol Biochem Parasitol, 2000. 106(2): p. 283-92) and 
5 TbPDE2A (Zoraghi, R., et al, J Biol Chem, 2001. 276(15): p. 11559-66). An extremely 
low inhibition by the selective PDE inhibitors for PDE3 (enoximone), PDE4 (rolipram, Ro 
20-1724) and PDE5 has been also shown for L. mexicana PDEs (Rascon, A., et al, Mol 
Biochem Parasitol, 2000. 106(2): p. 283-92) and TbPDE2A (Zoraghi, R., et al, J Biol 
Chem, 2001: 276(15): p. 11559-66). The sequence differences between the catalytic 

10 domains of the two members of the TbPDE2 family^ clustered between the amino acids 
787-819 for TbPDE2B (347-392 for TbPDE2A), likely account for the differences in 
sensitivity observed for TbPDE2B the towards sildenafil, dipyridamole, zaprinast, 
etazolate and LB MX (Table 2). It is striking that there is a > 10-fold difference in 
sensitivity to Sildenafil, given the high homology between these isozymes. Jhe 

15 significant differences between sensitivities of trypanosomatid PDEs and their mammalian 
counterparts is makes these enzyme^ potentially good targets for development of selective 



drugs. 
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Table 2. Effect of different compounds on T. bmcei PDEs 



10 



Inhibitor 


PDE Selectivity 


i TbPDE2A 


b TbPDE2B 




(ic 50 ) 


IC S0 (uM) 










(n=3) 


IBMX 


Non-selective (2-50 pM) 




>1000 


Papaverine 


Non-selective (5-25 pM) 


ND 


jUh ± ly 


Pentoxifylline 


Non-selective (45-150 pM) 


ND 




Rolipram 


PDE4(2pM) 


>100 




Ro 20-1724 


PDE4(2pM) 


ND 


>300 


Etazolate 


PDE 4 (1.2 pM) 


30.3 


IX / ± 4 


Enoximone 


PDE 3 (1 pM) 


ND 


>ion 


c cGMP 


PDE 3 


>100 


>200 


Zaprinast 


PDE 5 (0.76 pM) 








PDE 6 (0.15 pM) 


42.5 


>50 


Sildenafil 


PDE 5 (0.0039 pM) 


9.4 


>100 


EHNA 


PDE2(lpM) 


ND 


>180 


Dipyridamole 


PDE 5 (0l9 pM> 






PDE 6 (0.38 fiik) 








PDE 8 (4:i5 pM) 


5.9 


27±3 




PDE 10(1.1 pM) 







7„ . Sutante concentration ] pM[ J H]-cAMP 

Mo inhibition or activation was observed. 

The high IC obtained with the PDE4 selective inhibitor etazolate (127 uM) for the 
TbPDE2B reporrcd here, does no. support the idea of this enzyme being the ,a rg e t ofthe 
effects described for this componnd in the induction of /„ vitro transformed of slender 
to stumpy ft™, of z brucei sjnce , orars a( rf M m etazotee 

(Vassella, E, J Cell Soi, 1997. „0(P« 21): P . 2661-7!). Therefore, the observed 
effect of estate in the differentiation ^ oU ^ Xf ^ ^ ^ fc 

inhibition of another PDE or perhaps throngh actions on some other Urge,. For example 
tn mammals, -etazolate is also an adenosine receptor antagonist and can interact with 
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GABA channels (Williams, M. and MJF. Jarvis, Pharmacol Biochem Behav, 1988. 29(2): 
p. 433-41). 

There are at least two copies of the gene coding for this cAMP specific PDE in T. bruceL 
5 These genes are tandemly repeated in the genomic DNA, and not a single copy as the 
TbPDE2A that is part of a small gene family (Zoraghi, R., et ah, J Biol Chem, 2001. 
276(15): p. 1 1559-66). The presence of more than one copy of a gene at a single locus is 
common for genes that encode enzymes essential for normal metabolism in 
Trypanosomatids. For example, phosphoglucose isomerase, aldolase and glycosomal 
10 glyceraldehyde phosphate dehydrogenases are all multiple copy genes in T. brucei Q [39]. 
The fact that there are also multiple copies of this PDE gene may suggest that it is not a 
functionally redundant enzyme and has important functions to the life of the 
trypanosomatid. 

15 EXAMPLE 12 

« >* 

This Example describes the identification, cloning, and characterization of a cAMP 
specific PDE (TbPDE2A) from T.H>nkei, 

20 MATERIALS AND METHODS ^ 

Cell culture. Tiypanosoma brucei strain 427 (derived form MiTat 15a) was grown as 
procyclic form at 27° C in SDM medium (Brun, R., and Schonenberger, M. (1979) Acta 
Tropica 36, 289-292). Monomorphic bloodstream forms of strain 221 (MiTat L2) were 

25 cultivated as described by Hesse et al. (Hesse, F. et al., (1995) Mol. Biochem. Parositol 
70, 157-166). The yeast strain PP5 (MATa teu2-3 leu2-112 ura3-52 his3-532 his4 cam 
pdel::URA3 pde2::HIS3: (Pillai, R. et al., (1993) Proc Natl Acad Sci. U.S.A. 
90, 1 1970-1 1974). was a gift of John Colicelli, UCLA. Yeast transformation was done as 
described. (Atienza, J.M. et al., (1998) Melhods 14, 35-42). Transformants were selected 

30 on liquid minimal medium containing 0.67% yeast nitrogen base without amino acids 
(DIFCO) and 2% glucose, supplemented with an amino acid mixture lacking leucine 
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(SC-leu). Heat shock experiments were performed by replica-plating patches onto YPD 
plates prewarmed to 55° C, and the heat shock was continued for 15 min. After cooling 
the plates to room temperature, they were incubated for 2 - 3 days at 30° C. 

5 Construction of TbPDE2A constructs Full length TbPDE2A: The 3'-end of the open 
reading frame of TbPDE2A was amplified from the cDNA plasmid pT'2928 using the 
forward primer pde2tyfor (5'- ATGACAATGGATGGATGTGCTTAT-3 ') (SEQ ID NO • 
38) ^ . the reve ™ primer ' ^ p de2tyrev 

(5--CTTCTCGAGGGATCCCTATCCATGGGCAGACGAAGCCCCTGTACTC-3-) 
10 (SEQ ID NO.: 39), containing Xhol, BamHI and Ncol sites (underlined) and a stop 
codon (bold italics). The resulting PGR fragment (366 bp) was cloned into 
pGEM-T-Easy (Promega) and verified by sequencing. The fragment was then excised by 
digestion with EcoRV and Xhol and was inserted into P T2928 digested with the same 
enzymes. This step removed the 3'-UTR and introduced an Ncol site immediately, before 
1 5 the stop codon and resuJted in plasmid pTPDE23U. * 

The 5'-end of the open reading frjfoe was amplified from a fragment of genomic DNA, 
using the forward prjn^; pd e2gtf2 (5'<5AG^AJTCAAACATGTATG 
TGCACGACGTACGCATGTTC-3-); (SEQ ID NO, 40), containing an EcoRI site 

20 (underlined) followed by a Koiak sequence and the start codon (bold underlined), and 
the reverse primer pde2gr (5-TTCAACCCCATATGATCAAGATCATGCACCAG-3') 
(SEQ ID NO, 41). The PCR product (804 bp) was cloned into pGEM-T-Easy, verified 
by sequencing and then excised by digestion with EcoRI and Ndel and cloned into 
PTPDE23U cut with the same enzymes. This step generated a full-length copy of 

25 TbPDE2A (pTPDE2A) containing an Ncol site immediately bet-ore the stop codon. 

For generating an N-terminally truncated form of TbPDE2A without the noncatalytic 
cGMP-binding domain (starting at M124 of the full sequence), the corresponding region 
was amplified from genomic DNA using the forward primer pde2gfl (5 '- 
30 GAGAATjrcAAACATGGAAGTTAACGAACACCGAGCAACATTG-3 •) (SEQ ID 
NO, 42), containing an EcoRI site (underlined) followed by a Kozak sequence and the 
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codon for M124 (bold underlined), and the reverse primer pde2gr (see above). The PCR 
product (475 bp) was cloned and sequenced as indicated above, Finally it was excised by 
. digestion with EcoRI and Ndel and inserted into the corresponding sites of pTPDE23U, 
to generate pTPDE2AT. 

5 

For inserting a hemagglutinin tag (amino acid sequence: YPYDVPDYAGIPM (SEQ ID 
NO.: 43) at the C-teminus of both constructs, two complementary oligonucleotides, Htfor 
(S^CAIGGTTACCCATACGATGTCCGAGATTACGCCGGTATTGCAATG TAG G-S^ 
(SEQ ID NO.: 44); open Ncol site underlined, stop signal bold underlined) and Htrev (5 f - 

1 0 GATCCCTACATTGGAATACCGGCGTAATCTGGGAC ATCGTATGGGTAAC-3') 
(SEQ ID NO.: 45); open BamHI site underlined) were annealed and then inserted into 
pTPDE2A and pTPDE2AT digested with Ncol and BamHI. The resulting tagged 
constructs. (pTPDE2Ahm and pTPDE2AThm) were finally verified by sequencing. 
Similar constructs were also made which contain the TY-1 tag (Bastin, P. et al., (1996) 

15 Mol. Biochem. Parasitol. 77, 235-239) instead of the hemagglutinin tag at their 
C-termini. o< 




For expression in S. cerevisiae, the* tagged genes were introduced into the yeast expression 
vector p4215cyc 1 containing an attenuated CYC 1 promoter (Mumberg, D. et ah, (1995) 

20 Gene 156, 119-122), and into p&Tl which allows high-level expression from a strong 
TEF2 promoter. PLT1 was derived from p425CYCl by replacing its expression cassette 
with the TEF2 promoter, including the original TEF2 Kozak sequence. The initiation 
codon is followed by two restriction sites which allow cloning of the gene to be 
expressed. The resulting sequence of the expression site is as follows: TEF2 promoter: 

25 -412 through -7, followed by 5 , -CTAAAC ATG A GTCGAC CrCG^GT-3' (SEQ ID NO.: 
46) (Kozak sequence bold, start-codon bold underlined, Sail site underlined, Xhol site 
italics). Protein expression and stability of the enzyme under assay conditions were 
monitored by immunoblotting, using a monoclonal antibody against the hemagglutinin 
tag (Roche Molecular Biochemicals). 

30 
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Yeas, cell ,y Sis . Yeas, cells grown to mid- «o end-log phase in SC-leu medium, wore 
collect, rosuspended quickly in an original volume of prewamed WD ^ ^ 

mcubaled for an addi.ional 3h a, 30- C in order .o maximize protein expression Calls 
were then harvested, once in WMer ^ ^ ^ 

solution, comaining 50 mM HEPES, P H 7.5). The washed cell peUe, was suspended in an 
equal, volume of HBB comaining a protease inhibitor cocktei. (Complete'" Roche 
Molecular Biochemical). Cells were lysed by grinding wim glass beads (425 pm- 
Stgma) using a FasrPrep FP ,20 (3 x 45 s a, sening.4). The cell lysa,. was clarified by 
centnnagation for .5 min at 15 ,0O0 x g. To the resulting supernatant glycerol was added 
ma final 'concentration of 25 K v/v and it was stored a, -70- C. Under these condition*. 
WDE2A activity is stable for at least several months. 

Phosphodiesterase Assay. PDE assays we re done according to Schilling « al 
(Schtmng RJ. « a,., (,994)^1. 2,6, ,54-158). The reaction contained 50 

15 -M«EPES,pH7.5,0.5mMEDTA,,0mMMgCI 2 and3H-cAMPor=H-cGMP(50000 
dpm per reaction; 5 pM) in a totalvolume of 100 pi. ,„c„ba.ion was a. 30- C for 20 min 
Raacons were slopped by ,he addition of 50 pi 21.5 mM ZnCIa, followed by 50 pi 17 5 
MM BafOH), and incubated 30 min. The precipitates were filtered , hrough 

,0 HfT Cte * ^ Whed 3 ' imK Wi * > »M NaOH / ,00 

mM NaC, and were men dried and counted in liquid scin.i.lation fluid (4 g/I omnifluor in 

toluene). A„ assaya were carted out in triplicates and with thtne independent enzyme 

preparattons. Controls for .he efficiency of precipitation of cAMP and of AMP wete 

always included. When assaying yeas, cell exteaca, corneal Iysa.es from me PDE 

deletion stains transfeced wi* emp«y vector was used as a background conuo, 

■5 Inhtbdor studies were done a. a cAMP concen.ra.ion of I M M, i.e. close to *e Km of 
TbPDE2A, so te ,he IC50 values should approximate the Ki. Inhibitors were dissolved 
m DMSO nr ethanol, and me final concern*,™ of me solvent never exceeded 1% in the 
assays reaaion. Incubation times and enzyme concentrations wetc always adjusted so 
.ha, less man 30 % of me inpu, subshate was hydrolyzed (2 - 5 pg ,oml protein , 100 p, 

0 assay). ICS0 values were calculated by curve fining „, . four parameter ^ 
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model with variable slope, using the Prism software package of Graph Pad Inc., San 
Diego, CA. 

Cytotoxicity Determination. Cytotoxicity of PDE inhibitors was determined for 
5 bloodstream forms in culture by determining acid phosphatase activity as described 
(Bodley, A.L. et al, (1995) J. Infect. Dis. 172, 1157-1159). Exponentially growing 
monomorphic bloodstream forms MiTat 1.2 were transferred into colorless medium 
(Sbicego, S. et al., (1999) Mol Biochem. Parasitol 104, 311-32) (cell density 3 x 10 5 
cells / ml culture) and were seeded into microtiter wells (199 \x\ per well) containing lfil 

10 of inhibitor or solvent control. Plates were incubated for both 20 and 40 h at 37° in a 
humidified incubator with a 5% C0 2 atmosphere. At the end of the growth period, cells 
were lysed by the addition of 20 ^1 of lysis/substrate buffer (20 mg/ml 
p-nitrophenyl-phosphate in 1 M Na-acetate, pH 5.5, 1 % Triton X- 100), and the 
incubation was continued for another 4 h at 37° C. Production of p-nitrophenoUwas 

15 determined at 405 nm on a microtiter plate reader. In order to control for intrinsic 
absorbance by the inhibitors, control series containing inhibitor dilutions but no cells 
were run for every experiment, anrfvthe resulting absorbance values were subtracted as 
background from the experimental reSdjngs. All assays were run in triplicates. 

20 RESULTS 

The TbPDE2A Locus. Upon searching the T. brucei EST database for potential 
phosphodiesterase genes, an EST clone (pT2928) was identified. The corresponding 
plasmid was sequenced. The cDNA fragment contained the 3'-part of a cDNA which 

25 unambiguously represented a phosphodiesterase gene, termed TbPDE2A according to the 
recently proposed rules for the nomenclature of trypanosomatid. genes (Clayton C. et al., 
(1998) Mol Biochem Parasitol 97, 221-224). Southern blot analysis of genomic DNA 
demonstrated that TBPDE2A is not a single gene, but a member of small gene family 
(Figures 20A and B). This was further confirmed by screening a cDNA library, which 

30 resulted in the identification of several cDNA clones which represent different PDE2 
family members. The cDNA fragment from pT2928 was then used to screen a genomic 
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library of T. bntcei. and theTbPDE2A locus was recovered on a 6 Kb genomic EcoRI 
DNA fragment. The fragment was sequenced, as were several cDNA clones for TbPDU 
The nucleotide sequence of TbPDE2A cDNA is shown in Figure 21A. The organization 
of the THPDE2A locus (Figure 20B) demonstrates that it contains three different, closely 
spaced genes. The first one is a RIME element (nucleotides 376 - 876), a member of a 
famdy of abundant,, highly transcribed, repetitive transpose elements (Murphy NB 
et al., (1987) J. Mot. Biol. 195. 855-871). Within this element, nucleotides 868 - 6V on 
the reverse strand represent the open reading frame coding for a RME-associated 
protein. The RIME element is flanked by two 12 bp direct repeats (n 364 - 375 and 877 - 
888). The open reading frame for TbPDE2A extends from nucleotides 1770 - 3225 
(F lg ure 21A) and codes for a protein of 485 amino acids. The predicted start methionine 
was functional, and the predicted open reading frame coded for an active protein when 
expressed m S. cerevisiae (see below). The coding region is followed by a long 
3'-untranslated region of 1 ,96 nucleotides, and the po.yA-addition site is represented by 
nucleotide 4420. Downstrean, of the TbPDE2A gene, a gene for a member of the 
NHP2/RS6 family of nuclear proteins (Henras, A. et al., (1998) EMBO J. 17 7078-7090) 
» coded for by nucleotides 4635 $062. The presence of unrelated genes upstream and 
downstream of TbPDE2A demonstrated that the members of this PDE family are not 
closely linked. , - : \ : . 

Expression of TbPDE2A was analyzed both by Northern blot hybridization and by 
RT-PCR. Both approaches demonstrated that TbPDE2A is expressed both in the 
bloodstream and the procyclic (insect stage) form of the trypanosome life cycle. 

The screening the cDNA library resulted in the identification of severa. cDNA Cones 
wh,ch represent different PDE2 family members, inc.uding TbPDE2C and TbPDE2E. 
The nucleotide and amino acid sequences of TbPDE2C are shown in Figures 22A and 
22B respectively. The nucleotide and amino acid sequence sequences of TbPDE2E are 
shown m Figures 23A and 23B respectively. 



95 



1NSDOCID: <WO 0222661A2J_> 



WO 02/22661 



PCTAJS01/28503 



Predicted amino acid sequence of TbPDE2A. The open reading frame of TbPDE2A 
predicts a protein of 485 amino acids, with a calculated molecular mass of 55,348 (Figure 
2 IB). The N-terminus of TbPDE2A contains a single GAF domain (V3 - VI 17; 
(Aravind, L. and Ponting, CP. (1997) Trends Biochem. Sci. 22,. 458-459) which may 
function in cGMP binding. The presence of a single GAF domain in TbPDE2A is 
reminiscent of the human PDE11A which also has a single GAF domain, while all other 
mammalian PDEs with such domains (PDEs 2, 5, 6 and 10) contain two of them in a 
closely spaced arrangement. The overall sequence identity between the single GAF 
domain of TbPDE2A and either of the corresponding domains of mammalian PDEs 2., 5, 
6, 10 and 11 varies between 30 and 50 %, with several residues (L59, C60 P62, N77, 
K78, F88, and D91) strongly or absolutely conserved. For mammalian PDE5A, where 
cGMP-binding by the GAF domain was experimentally demonstrated, the interaction 
with cGMP was predicted to occur via N77, K78 and D91, all of which are strongly 
conserved (Turko J. V. et al., ( 1 996) J. Biol. Chem. 27 1 , 22240-22244). ! ^ 

The catalytic domain of TbPDE2A^:is located between F205 and F438, as predicted by 
analogy with other PDEs. All class jfPDEs known to date contain a conserved region of 
approximately 250 amino acids wHich^present the catalytic domain (Charbonneau, H. et 
al., (1986) Proc Natl Acad ScijU.S.± 83, 9308-9312). Several residues within this 
domain are absolutely or chemically conserved between PDE families, and across species 
from yeast to humans. The predicted catalytic domain contains the signature sequence for 
cyclic nucleotide-specific phosphodiesterases (H269 - Y281) (Beavo, J.A. et al., (1990) 
Trends Pharmacol Sci. 11, 150-155). Two putative Zn 2+ -binding motifs are represented 
by H229, H233 and E252, and H269, D-270, H-273 and E302, respectively (Francis, 
S.H. et al., (1994) J. Biol. Chem. 269, 22477-22480). The putative nucleotide-binding 
site is formed by amino acids K389 - F438 (McAllister-Lucas, L.M. et al (1995) / Biol. 
Chem. 270, 30671-30679). The neighboring histidine residues (H304 and H305), which 
are located outside this conserved nucleotide-binding region, may correspond to the 
vicinal histidine residues shown to be involved in cAMP binding in the human PDE4A 
(Jacobitz, S. et al., (1997) Mol Pharmacol. 51, 999-1006). Many amino acid residues of 
the catalytic domain are highly conserved between TbPDE2A and representatives of the 
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11 mammalian PDE families (H229 (identical between TbPDE2A and 10 out of the 11 
mammalian PDE families), N230 (10/11), H269 (11/11), D270 (11/11), D27? (10/11) 
H273, (1 1/1 1), G275 (1,1/1 1), N278 (10/1 1), E302 (1 1/1 1), H304 (1 1/1 ,), H305 (1 1/1 1)' 
A342 (!,/!,), T343 (11/11), 0344 (11/11), D383 (11/11), E404 (11/11), F405 (9/11)' 
Q408 (10/1 1), G409 (9/1 1), D410 (1 1/1 1), D424 (9/1 1), Q435 (1 1/1 1) and F438 (10/1 1))' 
Interestmgly, the linker region between the cGMP-binding domain and the catalytic 
domain contains a phosphorylation site for cAMP/cGMP kinases (K144 -T147). The 
functional significance of this regulatory site remains to be established. 

The overall sequence conservation between catalytic domains of phosphodiesterases 
wh.ch belong to the same family is >50%, while between families, the extent of identity 
is less than 40 % (Soderling, S.H. et al., (1998)./ Biol.Chem. 273,15553-15558). In 
Figure 24, the conservation of the catalytic domain of TbPDE2A is compared to 
representatives of the 11 currently known mammalian PDE families. TbPDE2A exhibits 
no sequence identity of more than 40 % with any of them, nor with class I PDEs from 
lower organisms, such as PDE2 from S. cerevisiae, dunce from Drosophila or the regA of 
Dietyostelium. 



-•rv 
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TbPDE2A complements PDE;deficient S. cerensiae-. TbPDE2A was expressed, either 
as the full size enzyme or as the truncated form without the N-terminal cGMP binding 
domain (aa 124 - 485), in a S. cerevisiae strain from which both endogenous 
phosphod.esterase genes had been deleted (PP5; (Pillai, R. et al., (1993) Proc Natl Acad. 
Sci. U.S.A. 90, 1 1970-1 1974). PP5 is exquisitely heat-shock sensitive due to the absence 
of phosphodiesterase activity. Transformants were tested for heat shock resistance 
(Figure 25). Both, the full size enzyme and the truncated form fully restored heat-shock 
resistance of the indicator strain, indicating that TbPDE2A is active in S. cerevisiae, and 
that the N-terminal domain is not required for the activity of the catalytic domain Two 
promoters of different strengths were used for these expression experiments (an 
attenuated form of CYC I as a weak, and TEF2 as a strong promoter), but essentially 
identical results were obtained. Thus, minimal amounts of TbPDE2A are apparently 
sufficent to rescue the heat shock resistance phenotype of the PP5 strain. 
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Characterization of TbPDE2A activity. For the characterization of TbPDE2A activity, 
the enzyme was expressed in the PDE-deficient yeast strain PP5, using plasmid pLTl 
with the strong TEF2 promoter. TbPDE2A was expressed either as the full-length 
5 enzyme, or in its N-terminally truncated form (amino acids 124 - 485) which lacks, the 
GAF domain. In order to be able to monitor protein expression and stability, both 
constructs contained a hemagglutinin tag at their C-termini. In vivo activity of all 
constructs was first assessed by analysis of the heat-shock phenotype conferred to . the 
host strain, and stability under assay conditions was monitored by immunoblotting with 
1 0 an anti-hemagglutinin antibody. 

Both constructs exhibited very similar activities with cAMP as the substrate, with a Km 
in the range of 2 |uM and a Vmax of 1 nmol/mg x min (Table 3). These Km values are 
well within the range of other class I PDEs. With both constructs, cAMP hydrolysis v^as 
15 unaffected by the presence of a 100-fold excess of cGMP in the reaction (data not 
shown). This observation defines the catalytic activity of TbPDE2A as that of a cAMP 
specific phosphodiesterase. In additiqh, it indicates that cGMP either does not bind to the 
GAF domain, or that such a bindihg'idoes not directly influence the catalytic activity of 
the enzyme under the conditions of the assay. 

20 

Table 3. Comparison of MW and enzyme parameters of full-size (TbPDE2A) and 
N-terminally truncated (TbPDE2AT) phosphodiesterase 



25 




MW 


Km (jaM) 


Vmax 
(|j.mol x mg-lmin-1) 




TbPDE2A 
TbPDE2AT 


55,313 
41,248 


228 ± 0.56 
1.18 ±0.26 


1.17 ±0,20 
0:8 1+0.14 
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Inhibitor Profile of ThPDE2A. Inhibitor studies were performed on lysates from PP5 
expressing the full-size TbPDE2A. For the initial screening, all inhibitors were used at a 
concentration of 100 jjM, with a substrate concentration of \\xM cAMP (Figure 26). Only 
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a few of all inhibitors tested demonstrated a significant effect on enzyme activity, even at 
the high concentration used for the screen. Most notably, several broad-spectrum PDE 
inhibitors such as IBMX were ineffective. In this respect, TbPDE2A is similar to the 
mammalian PDE9 family (Soderling, S.H. et al., (1998). J. Biol. Chem. 273, 
15553-15558). Rolipram, an effective and specific inhibitor of the mammalian' 
cAMP-specific PDE4 family, showed no appreciable activity against TbPDE2A. 
Zaprinast, an inhibitor of the mammalian cGMP-binding PDEs 5 and 6, showed only 
very little effect, as did cilostamide or milrinone (both inhibitors of PDE3) and 
vinpocetine and 8-methoxymethyI-IBMX (inhibitors of PDE1). Unexpectedly, ethaverine 
proved to be significantly more effective as an inhibitor of TbPDE2A than its parent 
compound papaverine. This compound, the ethoxy-derivative of papaverine, was so far 
only known as a calcium channel blocker (Wang, Y. et al., (1997; Mol. Pharmacol 40 
750-755). ' ' 

Subsequently, IC50 were determined for several inhibitors, using yeast lysates exposing 
the full-size construct pTPDE2Ahm (Figure 26). The concentration of cAMP as substrate 
was set at 1 uM, i.e. the range of § Km. Several structurally unrelated inhibitors showed 
similar potency against TbPDE2A;fth Kis in the low micromolar range. The potency of 
these inhibitors toward TbPDE2A is not correlated with their family-specificity for 
mammalian PDE (Table 4). Trequinsin is an inhibitor of the PDE3 family, dipyridamole 
mhibits families 5, 6, 9, 10 and 11 (Fawcett, L. et al., (2000) Proc Natl ^cad.Sci. U.S.A. 
97, 3702-3707), and sildenafil is quite specific for family 5. Ethaverine was not known so 
far as a PDE inhibitor at all. 
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Table 4. Potency against TbPDE2A and mammalian family -specificity of selected PDE 
inhibitors 



10 



15 



Inhibitor mammalian PDE IC 50 for 
TbPDE'2A 

family inhibited (pM) 

Trequinsin 3 5,4 

Dipyridamole 5 and 6 5.9 

Sildenafil 5 9.4 

Ethaverine — 14.2 

Etazolate 4 30.3 

Zaprinast 5 and 6 42.4 

IBMX non-selective 545 

Cilostamide * 3 >100 

Rolipram 4 > 100 

Theophylline non-selective > 100 

Vinpocetine 1 > 100 
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The four compounds were further analyzed for their effects on cell growth in culture 
(Figures 27 and 28). Bloodstream .fbrm trypanosomes were grown in microliter plates for 
20 or 40 h in the presence of sef|al dilutions of the inhibitors (Figure 28), and cell 
proliferation was determined by ^-lqid phosphatase-based assay (Bodley, A.L. et al. 5 
(1995) J. Infect Dis. 172, 1157-1159). All four compounds inhibited trypanosome 
growth with 1C50, which were about 10-fold higher than those determined with the 
soluble enzyme. The Hill slopes of the dose-response curves were close to 1 for three of 
the compounds (dipyridamole: 1.38 ± 021; sildenafil: 1.73 ± 0.69; trequinsin: 1.09 ± 
0.63), while it was 5.19 ± 1.52 for ethaverine. This indicates that the observed inhibition 
of cell proliferation by the first three compounds is indeed due to the inhibitory effect of 
the compounds on PDE activity, while the inhibition by ethaverine may be due to the 
combined effects of calcium channel blocking and inhibition of PDE activity. The results 
obtained with the first three compounds establish that the activity of TbPDE2A, and 
possibly other members of this family, is essential for trypanosome proliferation in 
culture, 
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of cAMP-specific phosphodieatemaes f rom to parasilic J 
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domain predicted from its amino acid sequence to be a cGMP binding domain may 
actually function by binding cGMP. For instance, several E. coli proteins contain 
predicted cGMP-binding domains, though E. coli does not contain a guanylyl cyclase, 
and cGMP is unlikely to play a role in this organism. 

Analysis of recombinant TbPDE2A demonstrated that it is a cAMP-specific 
phosphodiestrase with a Km for cAMP in the 2 jxM range. This Km is typical for many 
of the class I PDEs. ft is also in good agreement with the available estimates of the 
intracellular concentration of cAMP in T. brucei "(1-10 \xM); (Vassella, E. et al., (1997) J. 
Cell Sci. 110, 2661-2671). Recombinant proteins with or without the GAF domain 
exhibited similar activities with cAMP as a substrate, and the activity of both constructs 
was not affected by the presence of excess cGMP. These observations confirm that 
TbPDE2A is a cAMP-specific phosphodiesterase, and that cGMP either does not bind to 
the GAF domain, or that such a binding does not directly affect its catalytic activity. 
Thus, the GAF domain may be involved in the interaction with other components of the 
cell. 

TbPDE'2A displays a unique pharnmco.logy which sets it apart from all previously 
characterized PDE families. IBMX and theophylline, two non-selective inhibitors of most 
PDEs are not effective on TbPDE2A. Three compounds which were found to inhibit 
TbPDE'2A at the low micromolar level are specific inhibitors of different mammalian 
PDE families. Trequinsin (IC50 for TbPDE2A = 5.4 jaM) is an inhibitor of family 3, 
dipyridamole (IC50 = 5.8 \M) is an inhibitor of the mammalian families 5 and 6, as is 
sildenafil (IC50 = 9.4 jxM). Unexpectedly, ethaverine, a derivative of the non-specific 
inhibitor papaverine with only marginal activity against TbPDE2A, is rather effective 
inhibitor of TbPDE2A, with an IC50 of 14 (iM. This was unexpected since ethaverine 
pharmacologically used so far mostly as a calcium channel blocker (Wang, Y. et al., 
(199/; Mol Pharmacol 40, 750-755), A similar pattern of inhibition was observed when 
cytotoxicity was determined with cultured bloodstream forms. Interestingly, the 
dose-response curve for ethaverine showed a very steep Hill slope (5.19 ± 1.52), 
indicating that the effect of this compound on cell proliferation might be due to a 
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coined effect of cdciun, channel blockage and PDE inhibition. In contrast to 
dipyrida.ole, a potent inhibitor of adenosine porters besides its activity 
- PDE .nhab.tor, showed a Hill s.ope of around , (,.37 * 0.21), with no si*n of 
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We also have expressed a second family member, TbPDE2C, as a recombinant protein in 
the yeast S. cerevisiae and have characterized it was previously done for TbPDE2A. As 
predicted from the high sequence conservation between the catalytic domains of 
5 TbPDE2A and TbPDE2C, the catalytic properties of TbPDE2C and its sensitivity to PDE 
inhibitors were very similar to those found earlier for TbPDE2A (Figure 30). cGMP does 
not affect the activity of TbPDE2C, despite the fact that this enzyme contains two 
potentially cGMP-binding GAF domains. 

10 We have further demonstrated that application of PDE inhibitors to live trypanosomes 
leads to an increase in intracellular cAMP 3 and that they completely inhibit the 
proliferation of bloodstream form trypanosomes in culture. The IC 50 values of inhibition 
of cell proliferation by the PDE inhibitors dipyridamole, ethaverine, trequinsin and 
sildenafil were similar to those observed for inhibition of the recombinant enzyme 
15 (Zoraghi et al., J. Biol.. Chem. 276, 2001, 11559 - 11566). These data imply that the 
inhibition of cell proliferation is caused by an inhibition of the TbPDE2 family. 




Genetic validation of the TbPDE2\. family as a potential drug target RNA 

interference (subsequently called. ;RNAi) was used to further establish that the TbPDE2 
20 family is essential for trypanosorrie proliferation. RNAi constructs were based on the 
vector pZJM (Wang et al., J. Biol. Chem. 275, 2000, 40174 - 40179) which allows 
inducible expression of double-stranded RNA from two opposing T7 RNA polymerase 
promotors which are under the control of a bacterial tetracyclin repressor. The constructs 
were targeted either against the divergent N-termini of each TbPDE2 family member (to 
25 allow a specific inactivation of individual family members), or against the conserved 
catalytic domain (allowing the combined inactivation of the entire gene family). The 
plasmid constructs were introduced into cultured procyclic (insect form) trypanosomes 
via electroporation, and expression of the double-stranded RNA was induced by addition 
of tetracyclin to the growth medium in order to to release the tetracyclin repressor. 
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performed to *— — . me efficacy of the various ^ 
demonstrated that tha mRNAs for TbPDE2A and TbPDEac „ «. 

demonstrated ,ha, mac ttvarton of the TbPDE2 famil y ^ by ^ |eads 

- mrrace,,* cAMP. This increase was most pronounced wHen ToPD^C wl 
~; " ^ ^ agreement witn me reMvsly high ^ rf ^ 

<5 bpU. aarrsMviry of oloodstreanl ,„„ ^ * 

e.nee„, ra „ onS o f eAMP. FoUo^ up fcse ^ we ^ ^ 

r~ is camp - - 5,000* r c 

20 « r ' hKe - * - ° f TbPDE2 fam., y ell 

20 PDE ,„h,b,tors or by genetic "means such as RNAi leads ro . , 

"aacAM.^enis^.meraypano.r aCCm " ,a "°" ° f 

«■-!—» ia former strengthened h y our observation* fem many expertae „ ts ^ 
on, the gene forTbPDE2C is consist iemai for barrel ? 
-dependant generic vacation for mese observations was obtained b y our WnTrTi, 
■mpossthie to introduce RNAi conducts directed again, me TbPDE Z ^ 
> oodstream form tryF _ The _ ^ " 

I:,:: , sufficient ,o reduce fc wwi ^ - ■ > <*». * 

30 2 f °™ S - *• — ™s are introduced into me p hysiologi „ lly 

d.,mct pr„c y c„c forms, a dramatic cbnnge in ,„„ oAMp" conLtrati ^ 
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Figure 31) is observed, but this does not grossly interfere with the proliferation of 
procyclic trypanosomes in culture. 

Various publications are cited herein that are hereby incorporated by reference in their 
5 entirety. 

As will be apparent to those skilled in the art to which the invention pertains, the present 
invention may be embodied in forms other than those specifically disclosed above 
without departing from the spirit or essential characteristics of the invention. The 
10 particular embodiments of the invention described above, are, therefore, to be considered 
as illustrative and not restrictive. The scope of the present invention is as set forth in the 
appended claims rather than being limited to the examples contained in the foregoing 
description. 
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What is claimed is: 



5 



) 



A PDESA protein having fc min0 acid ^ ^ ^ . ^ 

2. A PDE7A3 protein having the a mi „„ acid aeouence aa « forth in Figure 8B 

3. ATbPDE2A proteu, ^ having „ ^ ^ ^ 

4. A TWDE2B protein molecule having fc ^ ^ ^ ^ 

mMhi „ niM; ,, ino acid PMWon , mi J~ 

ammo acid position 930. ,^ «gmine at 

5. A WDE2C protein moi^g tte min0 ^ ^ set forth in Figure 
ammo acid position 930. «"Bmine at 

6. A TbPDE2E protein 'molecule haviug the amino acid sa , uenca se , fonh .„ 
^unmg w„h marine a, mino acid positio „ , ^ end ~ 
ammo acid position 367. "rgutme at 

7- A nucleic acid molecule encoding the protein of claim 1, 2, 3, 4, 5. or 6 . 

8 rrin t molecuie ° f c,aim 3 hav,ng ^ - « ™ 

• Ftgure a begmmug a. adenine « p<Jsition , 37 and e „ djng ^ 
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c. Figure 21a beginning at adenine at position 1 and ending with thymine at 1455. 

d. Figure 16 beginning at adenine at position 1 and ending with thymine at 2790. 

e. Figure 22a beginning at adenine at position 1 and ending with thymine at 2790. 

f. Figure 23a beginning at adenine at position 1 and ending with thymine at 1 101. 

5 

9. The nucleic acid molecule of claim 8, which is a DNA molecule. 

1 0. The nucleic acid molecule of claim 9, wherein the DNA is a cDNA molecule. 

10 1 1 . A nucleic acid molecule which hybridizes to the nucleic acid molecule of claim 7. 

12. A vector comprising the nucleic acid molecule of claim 7. 

13. A host vector system comprising the vector of claim 12 in a suitable host cell. 
15 , 

14. The host vector system of claim J 3, wherein the suitable host cell is a bacterial cell. 

15. The host vector system of clairri J : %;wherein the suitable host cell is a eukaryotic cell. 

20 16. An antibody, or antibody fragment containing an antigen-binding site, wherein the 
antigen-binding site binds and recognizes the protein of claim 1, 2, 3, 4, 5, or 6. 

17. The antibody of claim 16, wherein the antibody is a monoclonal antibody or a 
polyclonal antibody. 

25 

18. The antibody of claim 16, wherein the antibody is a chimeric antibody having a 
murine antigen binding site and a humanized region that regulates effector functions. 

19. A method of producing a PDE protein comprising culturing the host vector system of 
30 claim 13 under suitable conditions so as to produce the PDE protein in the host and 

recovering the PDE protein so produced. 
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-0. A method of isolate 

a- contactmg a sample having an extract of isolated human T cells or a cultured T 
cel. line with PDE specific antibody of claim 16 under conditions allows 
formation of an immune complex between PDE and the antibody of claim 16, and" 
b. isolating the immune complex so formed. 

21. A method for inhibiting functional PDESA-associated T cel. interactions comprising 
contacting a PDESA-positive T-cel, with a molecule that recogni.es and binds 
PDE8A ,n an amount effective to inhibit the binding of PDE8A binding to its ligand 
and thereby inhibiting the functional PDE8A- associated T cell function. 

22. A method for inhibiting an immune system disease mediated by PDE8A- positive T 
cell by inhibiting functional PDESA-associated T cell interactions by the method of 
claim 21. ' 

23. The method of claim 22, whgb, ,„e iammt ^ ^ fc ^ ^ fc 
group consisting of graft veisusj,ps, disease (GVHD); psoriasis; tamune ^ 
associated wift, graft transplantation rejection; T eel, lymphoma; T K „ aMe 
ymphobtetic leukemia; testicular angiocemric T ceU iymphoma; benign 
lymphocytic angitis; and auteimmune diseases such as lupus orythrmatosis, 
H,sh,mo,o's thyroiditis, pri ma ry myxedema, Grave's disease, pernicious anemia 
au,o,mmu„= atopic gastritis, Addison's disease, insulin dependen, diabetes meliitus 
good pasture syndrome, myasthenia gravis, pemphigus, Crohn's disease, sympathetic 
opthalnua, autoimmune uveitis, mul.ipie sclerosis, autoimmu „ e hemoIytjc ^ 

. topamio thrombocytopenia, primary biiiary cirrhosis, ohronio action hepatitis' 
ulcere,,* colitis, Sjogren's syndrome, arthritis (including rheumatoid arthritis, juvenite 
rheumatoid arthritis, osteoarthritis, psoriatic arthritis), polymositis, scleroderma, and 
mixed connective tissue disease. 
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24. The method of claim 21, wherein the molecule that recognizes and binds PDE8A is 
an organic compound. 

25. The method of claims 21, wherein the molecule that recognizes and binds PDE8A is 
5 an antibody, or antibody fragment reactive with PDE8A. 

26. The method of claim 25, wherein the antibody is a polyclonal antibody or a 
monoclonal antibody. 

10 27. The method of claim 25, wherein the antibody is a chimeric antibody having a murine 
antigen-binding site and a humanized region that regulates effector function. 

28. The method of claims 21, wherein the molecule that recognizes and binds PDE8A is 
an antisense molecule. 

15 

29. A method for inhibiting functional PDE7A3-associated T cell interactions comprising 
contacting a PDE7A3-positive$%celI with a molecule that recognizes and binds 
PDE7A3in an amount effectiyK&inhibit the binding of PDE7A3binding to its ligand 
and thereby inhibiting the functional- PDE7 A3 -associated T cell function. 

20 

30. A method for inhibiting an immune system disease mediated by PDE7A3- positive T 
cell by inhibiting functional PDE7A3-associated T cell interactions by the method of 
claim 29. 

25 31. The method of claim 29, wherein the immune system disease is selected from the 
group consisting of graft versus host disease (GVHD); psoriasis; immune disorders 
associated with graft transplantation rejection; T cell lymphoma; T cell acute 
lymphoblastic leukemia; testicular angiocentric T cell lymphoma; benign 
lymphocytic angitis; and autoimmune diseases such as lupus erythrmatosis, 

30 Hishimoto's thyroiditis, primary myxedema, Grave's disease, pernicious anemia, 
autoimmune atropic gastritis, Addison's disease, insulin dependent diabetes mellitus, 

110 



3DOCID: <WO 022266 1 A2_t_> 



10 



WO 02/22661 

PCI7US01/28503 



good paswre syodrome , myasthe „ ia ^ pemph .^ crohn , s ^ ^ 
opmalmra, antotmmune uvetitis> muWp|e scferos . _ autQtomune ^ 
■ ,opa,h,c thrombocytopenia, prima(J biliary cirthosis • 

*«. co te , sjo^, syndrome , arthritis (incInding rheumatoid ; venite 

rheumatotd arthritis, osteoarthritis, psoriatic arthritis), po lymositis , scleroderma> Md 
mixed connective tissue disease. 

32. The method of claim 29, wherein the molecuie tha, recognizes and binds PDE7A3 is 
an organic compound. 

33. The method of claims 29, wherein the moleeoie tha, recedes and hinds PDE7A3 is 
an antibody, or antibody fragment reactive with PDE7A3. 

34. The .method of Cairn 33, wherein the antibody is . p^,, mtiMy , 
1* monoclonal antibody. %r 

33. The medtod ofclaim 34, whe|, the antibody is a chimeric antibody having a marine 
an..ge„.b,ndmg site and a hr^ed region tha. regulates effector taction. 

an antisense molecule. 

37. A method for identifying Mti . proto2Ml age „ B ^ ^ ^ _ 

2b, -2c, or 2e-a*ociated tactions comprising contacting ThPDE-2a, -2b -2c or 2e 
positive cells with a molecule that recognizes and hinds TbPDE-2a -2b'-2c'or 2." 
posrtive ce„s in an amount effective to hind TbPDE-2a, -2h, -2c, or 2^ ceHs" 
and thereby .defying a „,i- protozoal agents ^ ^ 

2c, or 2e-associated functions. ' ~ ' 
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38. The method of claim 37, wherein the molecule that recognizes and binds TbPDE-2a, - 
2b, -2c, or 2e- positive cells is an organic compound, an antisense molecule, an 
antibody, a peptide molecule, or a ligand. 

5 
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1 acgcgagatccgcgctcgcctccgtccgcccaggcggcgatgacacggcgcccacggcggcccgaaggcgccgggtgggc 80 
81 cgtttgctgaccggatcgcggctacccgccagcgtgtccgcggcgccgccgccagc ATG GGC TGT GCC CCG AGC 154 

155 ATC CAC ATT TCC GAG CGC CTG GTG GCC GAG GAC GCG CCT AGC CCC GCG GCA CCG CCG CTG 214 

G AF SPAAPPi i 26 

215 TCG TCC GGC GGG CCG CGC CTC CCG CAG GGC CAG AAG ACG GCC GCC TTG CCC CGG ACC CGC 274 

275 GGC GCC GGC CTC TTG GAG TCG GAG GTT CGC GAC GGC AGC GGC AAG AAG GTA GCA GTA GCT 334 

"^^VAVA 66 
335 GAT GTG CAG TTT GGC CCC ATG AGA TTT CAT CAA GAT CAA CTT CAG GTA CTT TTA GTG TTT 394 

395 ACC AAA GAA GAT AAC CAA TGT AAT GGA TTC TGC AGG GCA TGT GAA AAA GCA GGG TTT AAG 4S4 

ACB KAGFK 106 

M7 f T ACC AAG GAG GCT CAG GCT GTC CTT GCC TGT TTC CTG QAC AAA CAT CAT GAC 514 

"* C F*»DKHHD 12S 

127 f T f C ** C f * r f C r f * p CCT E CQA f ° ? b GAT GCA GAG GCA CTQ TGC AGG TCT 574 

575 ATC AG* TCA TCA AAA CTC TCA GAA AAC ACA GTT ATT GTT GGT GTA GTA CGC AGG GTG GAT 534 

AVQV VRRVD 166 
«5 AGA GAA GAG TTG TCC GTA ATG CCT TTC ATT TCT GCT GCA TTT ACA AGG AGO TAT GTA GAA «4 

»S AAC CCC AAC ATC ATG GCC TGC TAG AAT GAA CTG CTC CAG CTG GAG TTT GGA GAG GTG CGA 754 

it 5 r r r r r r r r* s ta r c r r r r r r ^ ^ 

815 GCA ATT GAA ATT ACA AGC GAA GAC COT TTT ATA CAG TAT GCA AAT CCT GCA TTT GAA ACA ^74 

2" s" ^ r° f T r r° r ^--f A r r r* r c atc aq ° ma g ° c ™ ** 
r rr rrrr ^ff r r r s» «* «• r r r* 

1055 ATA CCT GTC ATT GGA CAG GGA GGA AAA ATT AGA CAC TAT GTG TCC ATT ATC AGA GTG TGC 1114 

w w w * -t . V S 1 1 R V C 32 6 

111S AAT GGC AAC AAT AAG GCT GAG AAA ATA TCC GAA TGT GTT CAG TCT GAC ACT COT ACA GAT 1174 

1175 AAT CAG ACA CGC AAA CAT AAA GAC AGG ACA AAA GGC TCA CTA GAC GTC AAA GCT GTT GCC 123* 



1235 TCC CGT GCA ACT GAA ^T TCC AGC CAG AGA CGA CAC TCT TCC ATG GCC CGG ATA- CAT TCC 1294 

jo/o ka TBVSS Q R R H S S M A R I H g. 3S6 

W T^ §** f G f 0 T f C f T f T f C A CT f C CAG GAA AGT 1354 

f T ?* ATO ^ f° A " «* f C £™ f 6 " T GTO CTG GAA ATT CTA AGA ACC ACT GAG 1414 

Uli TTA TAT TCA CCA CAG TTT GGT GCT AAA GAT GAT GAT CCC CAT GCC AAT GAC CTT GTT GGG 1474 

1475 GGC TTA ATG TCT GAT GGT TTG CGA AGA CTA TCA GGG AAT GAA TAT GTT CTT TCA ACA AAA 1534 ? 

GLMSDGIiRRL SGNEYVLStK 4SS 

^ t ct m tg GTT r* f c f * f c t ct p cc atc r c l tt d at d at f c f ^ in* 

FIGDEE 1A 
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2615 CCT cct GAA TAG tgggagacaccacccagagccotgaagctttsrttccttcggtcatttggaattcctgagggcag 2690 
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2691 ccagagctccttggtcctttcagtactaggcagaacagcccccgatctgcatagcctgtgaaagcccacggggacatcag 2770 
2771 taaccttctgcagccaccacccaatgccattactgtcaagtgagaottggccactgtagcotgggcctgctgcaggagct 2850 
2851 cttcagaaaggcacatgaggaccacggtttgcctcagttcctggtaaaacacaaggtctggagtgcccctgcaaagggta 2930 
2931 ttgatggacttcctgccagtgacagagcatgtctattgcaaacaattctctcagttacgttcagcacttaagaacggcta 3010 
3011 atggcaataggatcttcagoaactttttcacatcatagaaggtgcaaccgctcacttgggaacaotactgagagtgaott 3090 
.3091 ctcttttaaaattgagtagcagatgaaaaattaaaatttgaacttgattattaatatcaattaaaatgttttatttattt 3170 
3 171 tattaaaagctcaatattttctatgaattcaaaaatacttcagagcoaaagccaacttcaaataccgtgaccaaatttac 3250 
3251 atgattcatattcattatgcattacttggtatacagacttattttcataatgcaaattaataaaatgacacttttactgc 3330 
3331 actatagaaatattcatgtatgttaaacttttctgattgaggctaactggaaaaagctggggtcgtattctaagtgctaa 34 10 
3411 agaaggctgcttctactgtatagaacccagggctotgaaacagctctagccgcctaatgcacttcacaggtaactcccca 3490 
.3491 aggtaaaactagactctcttgttggttcgcaaagaaaagttaggacttaacacttttttctaaaattttataattcaatt 3570. 



FIGURE 1A (continued) 
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3S71 tccaaaagtctactctattttataetgtttctaca^tattccttataaaaacaaagaacaaaaattgaatatttaatg^SSO 
365! aattgacattttataaccaacctgtttttatctacggtgggaatotttgatgccagaa^tt,^^^^^^ ^ 

3731 ttcacaccttgaataagcataataccataaaaaatgacacttgaoatgteaatgtatttgtcatttcattttaaactcgt 3810 
3811 atttfftggtttttttcecagataaaaatgaaattaaaccatttctttttaagaaaaaaaaaaaaaaaaaa 38 ao 



FIGURE 1A (continued) 
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B. 

hSA, 1 MGC^SIHISE-RbV^EDAPSPAAPPLSSGGPRLPQGQKTAAIjPRTRGAGLLESEVRbGS 

mBA, . 1 MGCAPSIHTSENRrFSHSDGEDEDVDVDVPGPAPRSIQRWSTAP GLVEPQPRDWG 

******** ** * ** * * ** * ** 

H8A,. 60 GKKVAVADVQFGPMRFHQZ>2LQV^^ 

niSA, 56 ASKVSVADVQFGPMRFHQDQLQVLLVFTKEDSQCNGFHRACEKAGFKCTWKEVQTVI,TC 

**.******************+******* ***** *************** * ** * 

h8A, 120 .SLDKHHDIIIID 

m8A, ; 116 ;FQDKLHDIIIID 

** ******* 
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AT7CAAGAAG 
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GATATCTTGC 

caacchttcc 

CTC3GAAAATC 
CATCTX3CCAT 
ACAGACADZA 
CATTTATQZC 
QCTGAT^PIT 
AOGGAGSAAT 
CTCTGOGAJC 
GACMAGCIG 
taaaaiaLCa 
grt-tcoctt 
tntgcajaac 
ttcgctcacg 
aaaca^agaa 

cctgtcgatc 
-9CtgtQcaa 

gtgactcgta 
gctcbecact 

ccgogcgttg 
tgaagtatct 
3gccctccct 
^^agtctea 
t^aatatct 
tacgtgccat 
attcttacat 
cctctgagtg 

tccttttctt 
tceftgcagaa 
ecccgtagct 
eg tcaggagt 
caaaaattag 
teggaggcag 
aatgaaactc 
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G5TADTV3C? 

CCVSCAAGGftA 

TAACftAATC-C 

ATTACC&CAG 
roZACTCTTA 

P3AT3AAAAC 
AOC?CTC-GAG 
T«C?^.AGCAG 
OICGCCXGAA 

TCT3CCATCA 
CTCACACTGA 
GITAGe«=daa 
aaa ttscget 
gtCatggctc 
aggcc^cagc 
tgg£cgcttc 
atcac&aaaA 
acaatacgaa' 
a*iatctaact 
ccstcttgcc 
cceagtatac. 1 
cagttattct 
tgetttagge; 
gtggattcet:: 
a.gtgaac»:aaV 
gtagctigtC 
a taaaggaggr 
tttrgg^agc 
gcccaaagct 
ca tac^caga 
t^tgactgoa 
acagg^agag 
ccga^ rctcc 
cegggaggee 
raaccttoaa 
calactDgca 

a^gtt^cect 
•^atcacccca 
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7ATCAGAA3G 
7GCGGTTT^\ 
GCTGGAAAAA 
AAATAGlCTft 
CCATTTAQCr 
TCAAAAJ^CT 
CT?AA\03\A 
TGCAGCT3X 
TKACCKTTPC 

GCAACftAMC 
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AQGA^TATA 
ATOTAriGCC 
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atggatactc 
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ctgeaaaaga 
Ecccagcact 
cc tggccaaa 
tggccacctg 
gagecaatat 
tctcaaaaaa 
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OQCdGGACA 
TOCJCC7CCG 
ATJICCTATC 
CTAAXAGCC 
COTATTTTCC 
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AftTTCCX?AA 
CTPCGAAATT 
Ct&AGCTTAA 
ATGATGAAAC 
TACCATAAOG 
CC7AAGCTFG 
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77cgcaactt 
ggct?ac*d3a 
gacacacaga 
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tttsgcacca 
acacattaga 
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atagtgaaac 
geaqgetgag 
cgtgccactg 
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1 ATGTATGTGC ACGACGTACG CATGTTCGCT GATTATTGTT ACTGCTTTTT 

51 CTGCTTACTG AATGACGTGC CTTATTCTAT CTGCTGTTAT CTGGCGTTTG 

101 CTCGTGGTTO ACAGGACGAX CCGCGCTTCA ACCGTGAGGT TGACAAACAA 

151 CTTGGAXACC GCACGCAGGC CATATTGTGC GAGCCCATCA TACTAAATGG 

201 ' TGAGATCCTT GCTGTCGTGC AGCTCGTGAA CAAGCTTGAT TCATCTGGAG 

251 AAGTGACTGT GTTTACCGAG GATGATCGTG ACACCTTCCG TGTGTTTTCC 

301 TTATTTGCAG GTATATCCAT CAACAACTCT CACCTGCTTG AGTTCGCTGT 

351 GAAGGCCGGT CGTGAGGTGA TGGAATTAAA TGAACACCGA GCAACATTGT 

401 TTAATAAGAA CGTTCCCTCA CGTGGAGTTA AACGAGTCAC TGCCATCACA 

451 AATAGAGAAA GGGAGGCTGT TCTACGTATT GAGTTCCCCA ACGTGGATGT 

501 TACGGATATO GACTTCGACT TGTTCCAGGC ACGTGAAAGC ACAGATAAAC 

551 CGTTGGATGT CGCTGCTGCT ATTGCATACA GACTACTGCT TGGAAGCGGC 

601 CTTCCACAAA AGTTTGOTTG CTCCGACGAG GTGCTTCTTA ACTTCATTCT 

• 

651 GCAATGCCGT AAGAAAXACC - GTAATGTCCC TTATCACAAC TTTTACCATG 

701 TTGTGGATGT ATGCCAAACC' ATTTACACAT TTTTGTACAG GGGAAATGTG 

751 TATGAGAAGT TAACCGAGCT TGAGTGCTTT GTGCTGCTTA TCACCGCACT 

. 801 GGTGCATGAT CTTGATCATA TGGGGTTGAA CAACAGTTTC TACCTGAAAA 

851 CAGAATCTCC ACTTGGTATT CTTTCCAGCG CAAGTGGTAA CAAGTCTGTT 

901 CTTGAGGTGC ATCACTGCAA CCTTGCTGTT GAGATCCTCT CTGATCCGGA 

951 ATCTGATGTG TTTGGTGGTC TGGAGGGTGC AGAGCGTACT CTTGCGTTCC 

1001 GATCGATGAT JGATTGTGTA CTTGCGACAG ATATGGCGAG ACATAGTGAA 
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1051 TTTCTTGAGA AGTACCTAGA AATTATGAAA ACATCTTACA ACGTTGATGA 
U01 TTCCGAITCAT CGGCAAATGA CAATGGATGT GCTTATGAAA GCTGGAGATA 
1151 TCTCTAACGT AACGAAACCG TTCGACATTT CCCGTCAGTG GGCSATGGCT 
1201 GTGACGGAGG AGTTCTACCG TCAAGGAGAC ATGGAGAAGG AGAGGGGTGT 
1251 GGAAGTATTG CCCATGTTTG ACCGATCTAA GAATATGGAG CTTGCAAAAG 
1301 GTCAAATTGG ATTCATTGAC TTTGTCGCAG CCC CMTO * CCAGAAGATA 
1351 GTTGATGCCT GCCTGCAAGG GATGCAAXGG ACAGTCGACC GTACAAAGTC 
1401 GAACCGCGCA CAGTGGGAGC GAGTTCTGGA AGCAAGGAGT ACAGGGGCTT 
1451 CGTCTTAG 
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1 AXGTTCATGA ACAAGCCCTT TGGCAGCAAG CGCTGCGAAC CCTTCCACGA 
51 GTCGGAGCAC C^TGTGAGG CGTTTGCCAT CACTGAAGCA ATCCTCGCTC 
101 GCTATCAGCG TGGGAAACGC AGCTTTACGT CCTCCGAAAA AAGTGGACTG 
151 GCAGCCCTTA TCAAACGTAT TCCTTATGAT ATCCTTGTTG AGGTTCTCGA 
201 TCAAAGCGGA TTTACTCC&A CAAGCAATGC AACACCCCCC GTTGATTATT 
251 TAGCTATGAT GGAGCACACA ATGACGCACG GTGCGTCTAT TACACACGCC 
301 CTGCAGTACC TTAACGATTT GATGACTAAG TGTACCGGGT GCCCGGGGAT 
351 TCGTACATAT T ACCATAACC CCAATGATGA CGTTCTGGCC GACCCCGTTC 
401 ACGACACGGC AGCATTGATT GATGAAA.CAA CAGCCGTGGG AAAGTCGGTT 
451 GTAACTAAAC AGTACCTTAA TATAGCTGGG GCTCACTACA TACCC TTG A T 
501 CCACGGAGAT ATTGTGGTTG GTTGTGTTGA GGTACCCCGC TTTTCGGGAA 
551 ATCTTGAGAA A3TGCCATCA TTCCCATCTC TCATAAGAGC TGTCACATGT 
601 ACCGCACACA AATTCA-ITTGA GGAAGCGAGA ATCAACTGGA ACAGGGAGA& 
651 GGCGGAAGCT ATGTTGC^ TGGCGACCAG GTTGGCCCGT GACAATCTTG 
701 ATGAAACAGT ACT^ CT TCTASCATGA ACACTGTCAA GAGTCXGACG 
751 GAAAGTGCGC GTTGCAGTCT CTTCCTTGTG AAAGACGACA AGCTTGAAGC 
801 GCATTTTGAG GATGGTAAGG TCGTTTCCAT ACCCAAGGGA ACAGGCATTG 
851 TAGGGTATGT GGCGCAAACT GGTGAGAGTG TTAATATTGT XGATGCCXAC 
901 GCCGATGACC GCTTTAACCG TGAGGTTGAC AAGGCTACTG GGTACCGTAC 
951 AAAGACGATA CTCTGCATGC CTGTGATGTA CGAAGGAACG A3TGTGGCTG 
1001 TAACCCAGCT GATTAATAAA TTGGATCTGA CAACTGAGAG TGGATTGCGC 
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1051 CTACCTCGTG TGTTCGGAAA ACGTGACGAG GAGCTGTTCC AAACCTTCTC 

1101 TATGTTTGCT GGCGCCTCAC TACGTAACTG TCGTATCAAT GACCGACTCT 

1151 TAAAGGAGAA GAAAAAGAGT GACGTGATTC TCGATGTTGT TACTGTTCTC 

12 01 TCGAACACGG ATATCCGCGA TGTGGATGGT ATTGTTCGCC ACGCACTGCA 

1251 CGGAGCAAAG AAACTACTGA ACGCGGATCG CTCTACTTTG TTTTTGGTGG 

1301 ACAAGGAACG GAACGAACTT TGCAGTCGTA TGGCAGATAG CGTTGCTGGT • 

1351 AAGGAGATTC GGTTOCCGTG TGGCCAAGGT ATTGCGGGCA CTGTGGCGGC 

14 01 ATCTGGAGTT GGTGAGAATA TTCAGGACGC GTACCAGGAT CCGCGCTTCA 

1451 ACCGTGAGGT TGACAAACAA CTTGGATACC GCACGCAGAC CATATTGTGC 

1501 GAGCCCATCA TACTAAATGG TGAGATCCTT GCTGTCGTGC AGCTCGTGAA 

1551 CAAGCTTGAT ACGTCTGGAG AAGTGACTGX GTTTACCGAG GATGATCGTG 

1601 ACACCTTCCG TGTGTTTTCC TTATTTGCAG GTATATCCAT CAACAACTCT 

1651 CACCTGCTTG AGOTCGCTGT GAAGGCGGGT CGTGAGGTGA TGGAATTAAA 

• -V 

17 01 TGAACACCGA GCAAC AX^ G?' : ' TT AAT AAG AA CGTTCCCTCA CGCGCGGrTA . 

1751 AACGAGTCAC TGCCAXTACG AAGGTTGAAA GGGAAGCGGT CTTGGTCTGT 

1801 GAACTTCCAT CGTTTGATGT TACGGATGTT GAGTTCGACT TGTTCCGAGC 

1851 ACGTGAAAGC ACAGATAAAC CGTTGGATGT GGCTGCTGCT ATTGCATACA 

1901 GACTACTGCT TGGAAGCGGC CTTCCACAAA AGTTTGGTTG CTCTGACGAG 

1951 GTGCTTCTTA ACTTCATTCT GCAATGCCGT AAGAAATACC GTAATGTCCC 

2 001 TTATTCACAAC TTTTACCATG TTGTGGATGT ATGCCAAACC ATTCACACAT 

2051 TCTTGTACAG GGGAAATGTG TATGAGAAGT TAACCGAGCT TGAGTGCTTT 
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2101 GTGCTGCTTA TCACCGCACT GGTGCATGAT CTTGATCATA TGGGGCTGAA 
2151 CAACAGTTTC TACCTGAAAA CAGAATCTCC ACTTGGTATT CTTOCCAGCG 
2201 CAAGTGGTAA CACCTCTGTT CTTGAGGTGC ATCACTGCAA CCTTGCTGTT 
2251 GAGATCCTCT ctgatccgga atctgatgtg tttgatggtc TGGAGGGTGC 

2301 AGAGCGTACT CTTGCGTTCC GATCGATGAT TGATTGTGTA CTTGCGACAG 
2351 ATATGGCGAA GCATGGAAGT GCATTAGAGG CGrTTCTTGC ATCTGCGGCG 
2401 GACCAGTCGT CAGACGAGGC AGCGTTTCAC CGCATGACGA TGGAGATAAT 
2451 CTTGAAAGCT GGAGATATCT CTAACGTAAC GAAACCGTTC GACATTTCCC 
2501 GTCAGTGGGC AATGGCTGTG ACGGAGGAGT TCTACCGTCA AGGAGACATG 
2551 GAGAAGGAGA GGGGTGTGGA AGTATTGCCC ATGTTTGACC GATCTAAGAA 
2601 TATGGAGCTT GCAAAAGGTC AAATTGGAXT CATTGACTTT GTTGCAGCCC 
2S51 CATTTTTCCA GAAGATAGTT GATGCCTGCC TGCAAGGGA3' GCAATGGACA 
2701 GTCGACCGTA tcaaa T c|a CCGCGCACAG TGGGAGCGAG TTCTGGAAAC 
2751 AAGACTATCA ACGAGOTC^; GCAACAACAG CAGTACTCGT TGA 
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1 MFMNjKPFGSK RCEPFHESEH LCEAFAITEA XLARYQRGKR SFTSSEKSGL 

51 AALIKRIPYD ILVEVLDQSG FTPTSNATPP VDYLAMMEHT MTHGASITHA 

101 LQYLNDLMTX CTGCPGIRTY YKNPNDDVLA DPVHDTAALI DETOAVGKSV' 

151 VTKQYLNXAG AHYIPLIHGD IWGCVEVpR FSGNLEKLPS FPSLIRAVTC 

201 TAHKFIEEAR INWNREKAEA HLQHATRI*AR DNLDETVLAS SIMNTVKSLT 

251 ESARCSliFLV KPP KLEAH FE DGNWSIPXG TGIVGYVAQT GETVNXVDAY 

301 AVDFFNKEVD KATGYRTKT1 LCHPVMYEGT IVAVTQLINX LDLTTESGLR 

351 LPRVFGKRDE ELFQTFSMFA GASLRNCRXN DRIXJCEKKKS BVILDVVTVL 

4 01 SNTDIRDVDG > IVRHALHGAK KLLNADRSTL FLVDKERNEL CSRMADSVAG 

451 KEIRFPCGQG IAGTVAASGV GENIQDAYQD PRFNREVDKQ LGYRTQTIIiC 

501 EPIIUSTGEIIi AWQLVNKLD TSGEVTVFTE DDRDTFRVFS LFAGISINNS 

551 HLLEFAVKAG REVMELNEHR ATLFNKNVPS RAVKRVTAIT KVKREAVLVC 

601 ELPSFDVTDV EFDIJSTRA^ES TDKPLDVAAA IAYRLIXGSG LPQKFGCSDE 

651 VLUMFXiQCR KXYTmVPf^-;>re IHTFLYRGNV YEKLTELECF 

701 VLLITALVHD LDHMGLijlNSF ; YLKTESPLGI LSSASGNTSV LEVHHCNLAV 

751 EILSDPESDV FDGLEGAERT LAFRSMIDCV IATDHAKHGS AI.EAFIASAA 

801 DQSSDEAAFH RMTMEIILKA GDISNVTKPF DISRQWAMAV TKEFYRQGDM 

851 EKERGVEVLP MFDRSKNMEL AKGQIGFIDF VAAPFFQKIV DACLQGMQWT 

901 VDRIKSNRAQ WERVLETRLS TSSGNNSSTR 
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1 ATGGAATTAA ATGAACACCG AGCAACATTG TTTAATAAGA ACGTTCCCTC 
51 ACGTGCGGTT AAACGAGTCA CTGCCA^AC GAAGGTTGAA AGGGAAGCGG 
101 TCTTGGTCTG TGAACTTCCA TCGTTOGATG TTACGGATGT TGAGTTCGAC 
151 TTGTTCCGAG CACGTGAAAG CACAGATAAA TCGTTGGATG TCGCTGCTGC 
201 TATTGCATAC AGACTACTGC TTGGAAGCGG CCTTCCACAA AAGTTTGGTT 
251 GCTCTGACGA GGTGC2TCTT AACTTCATTC TGCAATGCCG TAAGAAAIAC 
301 CGTAATGTCC CTTATCACAA CTTTTACCAT GTTG^GATG TATGCCAAAC 
351 CATTCACACA TTCTTGTACA GGGGAA&TGT GI&ITGAGAAG TTAACCGAGC 
401 TTGAGTGCTT TGTGCTGCTT ATCACCGCAC TGGTGCATGA TC^TGA.CA, 
451 ATGGGGCTGA ACAACAGTTT CTACCTGAAA ACAGAATCTC CACTTGGTAT 
501 TCTTTCCAGC GCAAGTGGTA ACACCTCTGT TC2TGAGGTG CATCACTGCA 
551 ACCTTGCTGT TGAGATCCTC TCTGATCCGG AATCTGATGT GTTTGATGGT 
601 CTGGAGGGTG CAGAGC&TAC TCTTGCGTTC CGATCGATGA TTGA3TGTGT 
651 ACTTGCGACA GA^XGgJga A GCA T GGAAG TGCATTAGAG GCG^CTTG 
701 CATCTGCGGC GGACCAGTCG TCAGACGAGG CAGCG^TCA CCGCATGACG 
751 ATGGAGATAA TCTTGAAAGC TGGAGATATC TCTAACGTAA CGAAACCGTT 
80! CGACAO^CC CGTCAGTGGG CAATGGCTGT GACGGAGGAG TTCTACCGTC 
851 AAGGAGACAT GGAGAAGGAG AGGGGTGTGG AAGTATTGCC CATG3TTGAC 
901 CGATCTAAGA ATATGGAGCT XGCAAAAGG, CAAATXGGA* TCATTGACTT 
■51 TGTTGCAGCC CCAO^TXCC AGAAGAITAGT ^AXGCCXGC CTGCAAGGGA 
100! TGCAATGGAC AGTCGACCGT ATCAAATCGA ACCGCGCACA GTGGGAGCGA 
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1051 GTTCTGGAAA CAAGACTATC AACGAGTTCT GGCAACAACA GCAGTACTCG 

1101 TTGA 
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1 MELNEHRATL FNXNV7PSRAV KRVTAITKVE REAVLVCELP SFDVTDVBFD 
51 LFRARESTDK SLDVAAAIAY RLLLGSGLPQ kfGCSDBVLL ^ILQCRXXI 
101 RBVPYHNFyfl WDVCQTIHT FLYRGNVyEX LTELECFVU, ITALVHDLDH 
151 HGLNNSFJLK TESPLGILSS ASGHTSVLEV HHCNLAVEIL SDFESDVFDG 
201 LEGAERTLAf RS«IDCVLAT DKAKHGSALB AFXAS^qs SDEAAFHKMT 
251 ffilUM)! SKVTXPFDIS RQWAMAVTEE FYRQGDMEKE RGVEVlPMFD 
301 HSIO^G QIGFIDFVAA PFFQKIVDAC LQGMQWTVDJR IKSNRAQWER 
. 351 VLETRLSTSS GNNSSTR 
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1955 TTC CTG TGT AAT GCT GGA AGT GAG CTG GCC ATT TTG TAC AAT GAC ACT GCT CTG CTG GAG 2014 
607FLCNAGSELAILYNDTAVLE 626 

2015 AGC CAC CAT GCG GCC TTG GCC TTC CAG CTG ACC ACT GGA GAT GAT AAA TGC AAT AT/> TTT 2074 
627 3 HHA P. L A FQLTTGDD K CHI F 546 

20 AAA AAC ATG GAG AGG AAT CAT TAT CGG ACA CTG CGC CAG GCG ATT ATC GAC ATG GTC TTA 
b47 K N M E H tf D Y 3 T L R Q G I I D * H V £ S66 

2135 GCC ACA GAA ATG ACA AAG CAC TTT- GAG CAT GTC AAC AAA TTT GTC AAC AGC ATC AAC AAA 21q<j 
"7 A T E M T K H F E H V N K F V W S I N K 686 

2195 CCC TTG GCA ACA CTA GAA GAA AAT GGG GAA ACT GAT AAA AAC CAG GAA GTG A'A AAC ->->u 
€&1 PLAT LEEMGETD&J4 Q E V i N T 706 

22S5 ATG C1*T AGG ACT CCA GAo AAC CGG ACC CTA ATC AAA CGA ATG CTG ATT AAA TGT GCT GAT ^14 
707 H 2* ?. T P E H R T L I K R N L r K C A 0 726 

2315 GTG TCC AAT CCC TGC CGA CCC CTG CAG TAC TGC ATC GAG TGG GCT GCA CGC ATT TCG GAA ^374 
727 VSHPCRPLQYCI E ' W A A RISE 746 

2375 GAA TAT TTT TCT CAG ACT GAT GAA GAG AAG CAG CAG GGC TTA CCT GTG GTG A V G CCA GTG 2*34 
747 E '£ F S Q T D E E K Q Q G L P V V M P V 166 

24 35 TTT GAC AGA AAT ACC TGC AGC ATC CCC AV, TCC CAA ATC TCT TTC ATT GAT TAC TTC ATC 2494 
767 FDRMTCS IPKSQIS F I D Y ? I 786 

2495 ACA GAC ATG TTT GAT GCT TGG GAT GCC TTT GTA GAC CTG CCT GAT TTA ATG CAG CAT CTT 2 -.5-1 
D H F D A W D A F V D L P D L M Q H L 306 

2 eo? d ac r r f r r r s^-r r r r r ^ r r « r « « g» 

2 927 P CT E^ t 99 ( 3 a 9 acacca = cc aaagc=ccgaagctct-3ccccttcggtcatttggaattc=tg a gsgcag 2690 

930 

2&91 ccagagctccctggccccttcagcaccaggcacaacagcccccgacccgcatagcccgtgaaagcccacggggacaccag 2770 
2771 caaccttccgcagccaccatccaatgccattaccgtcaagtgagacttggccactgtagcctgggcccgctgcaggagct 2850 
2051 cttcagaaaggcacacgaggaccacggtittgcctcagtttctggtaaaacacaaggtccggagtgcccctgcaaagggca 2930 - 
2931 titgatggacttcccgccagcgacagagcatgCctactgcaaacaaLCctctcagttacgctcagcacttaagaacggcca 3010 
2011 acggcaara^gacccccagcaaccctctcacaccacagaaagtgcaaccgctcacttgggaacactaccgagagtgactt 3090 
3091 ctcttctaaaattgagcagcagatgaaaaattaaa^ttgaacttgattattaatatcaatt^aaatgttttacttatt^ 3170 
317] tattaaaagctcaatactttctacgaattcaaaaata^^ 3250 

3251 dtgatccacacccaccaccc-actacctggcatacag^tatcc-ccacaacgcaaatcaataaaatgacaccctcaccgc 3330 
2231 actaeagaaaEatCcatgtatgttaaactttCctg^ 3410 

3411 agaaggctgcttctactgtatagaaccaagggccctgaaadagctctagccgcctaacgcacttcacaggtaactcccca 3490 
34 91 aggcaaaactagactccctcgttggttcgcaaagaAaagfctaggacttaacaccttCctctaaaatttcataaCtcaat^ 3570 
3 571 tccaaaagcctaccctacttcatactgtttcta:ciaLaacac':ccctacaaaaacaaagaacaaaaaccgaataCctaatg 3650 
3651 aat'tgacactttataaccaacccgcctr.tatctacggtgggaatcttcgacgcaagaaacttataaagaggttccgtar.c 3730 
3731 ctcacaccttgaataagcataataccataaaaaatgacacctgacatgtcaatgtatttgtcatfctcattttaaactcgt 3010 
3B11 actcctggtttttttcccagacaaaaacgaaactaaaccacctctccctaagaaaaaaaaaaaaaaaaaa 3bbo 
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l" ™ I*' J" " T " S L CTC r" A£C H UC f" J" ,"' 5" T C " 6 CTC 4CC ACT «« fiAT £ " S051 

20b0 AAA TCC AAT ATA. TTT AAA AAC ATC CAG AGG AAT GAT TAT CCC ACA CTC CGC CAG GCC ATT ATC CAC ATC CTC TTA 213M 

be *. Nlr KNnER "I'V' RT.LRlJCIlDnVL bbb 

213S GCC ACA GAA ATG ACA AAC CAC TTT GAG CAT GTC AAC AAA TTT CTC AAC AGC ATC AAC AAA CCC TTC GCA ACA CTA 2201 

* " ' E H VNKFVWS INKPC A TL til 

2210 GA»|AA A AT CGC GAA ACT CAT AAA AAC CAG GAA GTC ATA AAC ACT ATC CTT AGG ACT CCA GAG AAC CCC ACC CTA 22AM 

SE T * EVI MTHL R TP EN.RTL 71b 

22JS ATC AAA- CCA ATC CTG ATT AAA TGT CCT CAT CTG TCC AAT CCC TCC CGA CCC CTC CAC TAC TCC ATC GAG TCC CCT „„ 

23bC CCA CGC ATT TCC CAA GAA TAT TTT TCT CAG ACT GAT CAA GAG AAC CAG CAC CGC TTA CCT GTC GTG ATG CCA GTC 2M3M 

2 7b7 V 5 AC "* J" T CQ l GC i" i™ p" C i** I" i TC I" I K * TT CAT TAC TTC ATC *« «C ATG TTT CAT 2S01 

2S10 CCT TCC CAT CCCTTT CTA CAC CTG CCT CAT TTA ATc'cAC CAT CTT GAC AAC AAC TTT AAA -TAC TCC AAA CCA CTC „ M 

S" r" 2 AC L CTC r"* P CCA p CCT p CCT e A * I'' t999 ^acaccaccca 9 3gccct 9 aa 9 cttt g ttccttc g9 tca 2b7G 

2fa71 tttggaattcctgagggcagccagagctccttggtcctttcagtactaggcagaacagcccccgatctgcatagcctgtgaaagcccacggggacatcag 2770 
2771 taaccttctgcagccaccatccaatgccattactgtcaagtgagacttggccactgtagcctgggcctgctgcaggagctcttcagaaaggcacatgagg 2470 
2471 "cacggtttgcctcagtttctggtaaaacacaaggtctggag 2170 

2171 ^caattctctcagttacgttcagcacttaagaacggctaatggcaataggatctttagcaactttttcacatcatagaaggtgcaatcgctcacttggg 3070 

3071 aacactactgagagtgacttctcttttaaaattgagtagcagatgaaaaattaaaafcttgaacttgattattaatatcaattaaaatgttttatttattt 3170 

3171 tattaaaagctcaatattttctatgaattcaaaaatact^ 3270 

3271 attacttggtatacagacttattttcataatgcaaattaataaJSisacacttU 337Q 

3371 ggctaactggaaaaagctggggtcgtattctaagtgctaaa^aaai^ 3M7Q 

3M71 acttcacaggtaactccccaaggtaaaactagactctcttgttgg'ttfegcaaagaaaagttag 3S7Q 

3S71 tccaaaagtctactctattttatactgtttctacaaaatati^cttataaaaacaaagaacaaaaattgaatatttaatgaattgacattttataaccaa 3L70 

3L71 cctgtttttatctacggtgggaatctttgatgccagaaatttataaagaggttctgtatcttcacaccttgaataagcataataccataaaaaatgacac 3770 

3771 "gacatgtcaatgtatttgtcatttcattttaaactcgtatttgtggtttttttcccagataaaaatgaaattaaaccatttctttttaagaaaaaaaa 3470 
3471 aaaaaaaaaa 
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1S76 aaaasCQdaacaaataa3ac^adatgga^ggt^bctcccactgag^c^tcataatacga2g&ocagcctctgcca 1655 
165S CDccct Ltccagactctt«:ce.c tgee tgz1jatLaastx:Laaccicic:33ai2aCcctdgac*ggaocttac.aatcCigcti 1735 
1736 tc£E*tgctg-::g:iagccatcctsccccaa^ttccctctc^^ 1815 
1816 Lacdcgctgwt^tttxi^tctttgtgcctr^ccagc^c^^ 1895 
1826 Lca^atgcca:xrtU^kcc£go3gctgc::ccac3C tcgcL^ 1575 
1 9*1 6 c tga tccacttaggrttgcgca t tcciggagcctaccaccacaccagaaacacgaggccc- tgagraectg tg t gt.cg3Kgtga 2C S 5 
;C!6 acCaa^aacbgtaCtac^gaaagcazaat^3aatgLccLgtg3ci^agtatgLgtagcu^ 2 235 
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2616 aaroagotatgccttgccctgattccciagkagaacaaccttcdaa cgcaaaagrweacattagaaatggacaadagtgg 2o95 
2636 z^agaogcggLagrr.ca'iactbgtadcccagcardtCgggadgcegaggc^ 2775 
2776 aoc^gcctggccaaaa^agt^aaEctcacgct:^tact3£3^ 2955 
2356 ctgacatcggagaaic^ctiCQaacctgggaggrragaQcctccag tgagcraatatcgtgccaccgaQtbccagcctgggt 2935 
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